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COMPOUNDS FOR FLUORESCENCE-LABELING 



PRELIMINARY AMENDMENT 



Commissioner for Patents 
Washington, D.C. 20231 

Sir: 

Prior to examination, please amend the above-identified appHcation as follows: 

IN THE CLAIMS : 

Please enter the following amended claims: 

5. The compound according to claim 3, wherein at least one of and is a group selected from the 
group consisting of a halogen atom, an alkenyl group, and alkynyl group, an aryl group, a heterocyclic group, cyano 
group, an alkylthio group, and arylthio group, a heterocyclylthio group, an alkylsulfonyl group, and an arylsulfonyl 
group. 

6. The compound according to claim 3, wherein at least one of V\ and is a group selected from the 
group consisting of a halogen atom, an alkynyl group, an aryl group and an heterocyclic group. 

7. The compound according to claim 3, wherein at least one of V', V" and is an aryl group substituted 
with a sulfo group or a salt thereof, a heterocyclic group substituted with a sulfo group or a salt thereof, or an 
alkynyl group substituted with a sulfo group or salt thereof. 

8. The compound according to claim 3, wherein at least one of and R^ is an alkyl group or aryl group 
substituted with a reactive substituent that can form a covalent bond, an inonic bond, or a coordinate bond with a 
substance to be labeled. 

9. The compound according to claim 3, wherein at least one of R* and R^ is an alkyl group or aryl group 
substituted with a group that can form a covalent bond with amino group, hydroxyl group, or thiol group of a 
substance to be labeled. 

10. The compound according to claim 3, wherem at least on of R^ and R^ is an alkyl group substituted with 
carboxyl group. 
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Preliminary Amendment 
Attorney Docket No. Q68710 

Please add the following new claims: 

14. The compound according to claim 4, wherein at least one of V', and is a group selected from the 
group consisting of a halogen atom, an alkenyl group, and alkynyl group, an aryl group, a heterocyclic group, cyano 
group, an alkylthio group, and arylthio group, a heterocyclylthio group, an alkylsulfonyl group, and an arylsulfonyl 
group. 

15. The compound according to claim 4, wherein at least one ofV\ and is a group selected from the 
group consisting of a halogen atom, an alkynyl group, an aryl group and an heterocyclic group. 

16. The compound according to claim 4, wherein at least one of V\ and is an aryl group substituted 
with a sulfo group or a salt thereof, a heterocyclic group substituted with a sulfo group or a salt thereof, or an 
alkynyl group substituted with a sulfo group or salt thereof. 

17. The compound according to claim 4, wherein at least one of and is an alkyl group or aryl group 
substituted with a reactive substituent that can form a covalent bond, an inonic bond, or a coordinate bond with a 
substance to be labeled. 

18. The compound according to claim 5, wherein at least one of R^ and R^ is an alkyl group or aryl group 
substituted with a reactive substituent that can form a covalent bond, an inonic bond, or a coordinate bond with a 
substance to be labeled. 

19. The compound according to claim 6, wherein at least one of R* and R^ is an alkyl group or aryl group 
substituted with a reactive substituent that can form a covalent bond, an inonic bond, or a coordinate bond with a 
substance to be labeled. 

20. The compound according to claim 7, wherein at least one of R' and R^ is an alkyl group or aryl group 
substituted with a reactive substituent that can form a covalent bond, an inonic bond, or a coordinate bond with a 
substance to be labeled. 

21. The compound according to claim 4, wherein at least one of R' and R^ is an alkyl group or aiyl group 
substituted with a group that can form a covalent bond with amino group, hydroxyl group, or thiol group of a 
substance to be labeled. 

22. The compound according to claim 5, wherein at least one of R' and R^ is an alkyl group or aryl group 
substituted with a group that can form a covalent bond with ammo group, hydroxyl group, or thiol group of a 
substance to be labeled. 

23. The compound according to claim 6, wherein at least one of R^ and R^ is an alkyl group or aryl group 
substituted with a group that can form a covalent bond with amino group, hydroxyl group, or thiol group of a 
substance to be labeled. 

24. The compound according to claim 7, wherein at least one of R^ and R^ is an alkyl group or aryl group 
substituted with a group that can form a covalent bond with amino group, hydroxyl group, or thiol group of a 
substance to be labeled. 
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Preliminary Amendment 
Attorney Docket No. Q68710 

25. The compound according to claim 4, wherein at least on of R' and is an alkyl group substituted with 
carboxyl group. 

26. The compound according to claim 5, wherein at least on of R^ and R^ is an alkyl group substituted with 
carboxyl group. 

27. The compound according to claim 6, wherein at least on of R^ and R^ is an alkyl group substituted with 
carboxyl group. 

28. The compound according to claim 7, wherein at least on of R^ and R^ is an alkyl group substituted with 
carboxyl group. 



REMARKS 

Entry and consideration of this Amendment is respectfully requested. Applicants have amended the form 
of original multiple dependent claims, and added new single dependent claims. Entry is requested. 

Respectfully submitted, 

SUGHRUE MION, PLLC Mark Boland 

2 1 00 Pennsylvania Avenue, N. W. Registration No. 32, 1 97 

Washington, D.C. 20037-3213 

Telephone: (202) 293-7060 

Facsimile: (202) 293-7860 

MXB/amt 

Date: March 19, 2002 



J., o o s a E!!: 3 iS! . o 7' i o a 



Preliminary Amendment 
Attorney Docket No. Q68710 

APPENDIX 

VERSION WITH MARKINGS TO SHOW CHANGES MADE 

IN THE CLAIMS : 

The claims are amended as follows: 

5. The compound according to claims 3 or 'I claim 3, wherein at least one of V\ and is a group 
selected from the group consisting of a halogen atom, an alkenyl group, and alkynyl group, an aryl group, a 
heterocyclic group, cyano group, an alkylthio group, and arylthio group, a heterocyclylthio group, an alkylsulfonyl 
group, and an arylsulfonyl group. 

6. The compound according to e laims 3 or4 claim3 , wherein at least one of V\ and is a group 
selected from the group consisting of a halogen atom, an alkynyl group, an aryl group and an heterocyclic group. 

7. The compound according to claims 3 or 4 claim3 , wherein at least one of V\ and is an aryl group 
substituted with a sulfo group or a salt thereof, a heterocyclic group substituted with a sulfo group or a salt thereof, 
or an alkynyl group substituted with a sulfo group or salt thereof 

8. The compound according to any one of claims 3 to 7 claim 3, wherein at least one of and is an 
alkyl group or aryl group substituted with a reactive substituent that can form a covalent bond, an inonic bond, or a 
coordinate bond with a substance to be labeled. 

9. The compound according to any one of claims 3 to T claim 3 . wherem at least one of R* and R^ is an alkyl 
group or aryl group substituted with a group that can form a covalent bond with amino group, hydroxyl group, or 
thiol group of a substance to be labeled. 

10. The compound according to any one of claims 3 to 7 claim 3 , wherein at least on of R^ and R^ is an 
alkyl group substituted with carboxyl group. 

Claims 14-28 are added as new claims. 
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SPECIFICATION 
Compounds For Fluorescence-Labeling 

Technical Field 

The present inveixtion relates to highly sensitive fluorescence-labeling agents, 
which are used for DNA sequencing or measurement of physiologically active 
substance or the like based on fluorescence immunoassay, or used as a fluorescence 
contrast medium that is administered into a blood vessel to visualize information in 
vivo and the like. The invention also relates to synthetic intermediates for said 
agents* 

Background Art 

For DNA sequencing and measurement of physiologically active substance or 
the like based on fluorescence immunoassay, methods have conventionally been used 
which comprise the step of labeling a target substance with a radioisotope. However, 
these methods have problems from viewpoints of safety, storability of agents or the like, 
and therefore, various methods for labeling a target substance with a fluorescent dye 
have been studied as alternatives to the above methods. Performances required for 
fluorescence-labeling agents include, for es:ample, (1) agents should have a high 
fluorescence quantum yield, (2) should have a high molecular extinction coefficient, (3) 
should be water-soluble and should not aggregate in an aqueous solvent to cause 
self-quenching,. (4) should be hardly hydrolyzed, (5) should hardly cause 
photodegradation, (6) should be hardly influenced by background fluorescence, and (7) 
should be introduced with a reactive substituent that produces a covalent bond with a 
target aiibstan.ce. 

Fluorescein isothiocyanate (FITC) and rhodamine isothiocyanate, which have 
been known as fluorescence-labeling agents since old days, have a high fluorescence 
quantum yield. However, they have a low molecular extinction coefficient. In 
addition, they suffer from a problem that they are susceptible to background 
fluorescence of a membrane used for blotting since their excitation and emission 
wavelengths are within the range of 500 nm to 600 nm. 

As dyes having a high molecular extinction coefficient, for example, cyanine 
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dyes dlflclosed in U.S. Patent No. 6,486,616. Japanese Patent Unexamined Publication 
(Kokai) Nos. 2191674, 5^287209, 5-287266, 8-47400, 9-127115, 7-145148 and 6-222059, 
and polymethine dyes such as oxonol barbiturate disclosed in Journal of Fluorescence, 
6. p.231 (1995) have been known. However, these dyes generally have a problem of a 
low fluorescence quantum yield. Further, these dyes also have a problem that they 
are hardly soluble in water and that they are hydrolyzed even if they are dissolved in 
water. In addition, they also suffer from a problem that they form aggregates in an 
aqueous medium due to their strong intennolecular interaction among dye molecules 
and thus self-quenching of fluorescence is often observed. 

The cyanine dyes disclosed in Japanese Patent Unexamined Publication No. 
2-191674 and other publications are superior dyes with water-solubility and 
suppressed formation of aggregates based on introduction of sulfonate group into a 
relatively stable chromophore. However, the dyes do not have satisfactorily high 
fluorescence quantum yield, and they suffers from a problem that synthesis of the dyes 
becomes difficult due to the introduction of sulfonate group. Under the circumstances, 
development of fluorescent dyes has been desired which have high water-solubUity and 
stability and are free from self-quenching of fluorescence due to aggregation, as weU as 
characteristic of strong fluorescence. 

As other dye backbone structure with strong fluorescence, azaindolenine 
cyanine dyes disclosed in British Patent No, 870,753 have been known. However, the 
patent publication is silent about characters tics essential for fluorescence-labeling 
agents such as water-solubility, aggregation property and stabflity of aqueous 
solutions. Furthermore, no example is given as to introduction of a reactive 
substituent that produces a covalent bond with a target substance. Therefore, their 
suitability as fluorescence-labeling agents remains completely unknown. Further, 
Japanefle: Patcot Uucxamincd Publication Nos. 4-358143, 3-135053, 1-200700 and 
European Patent Laid-open EP341958 disclose applications of the azaindolenine 
cyanines for photographic purpose. However, the aforementioned applications utilize 
absorption characteristics of the azaindolenine cyanines, and do not consider and 
actively utilise their luminescence characteristics. 

Disclosure of the Invention 

An object of the present invention is to provide a compound that is useful as a 
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highly s^nsitiTe fluorescence-laheling agent used for DNA sequencing or measurement 
of physiologically active substances or the like based on fluorescence immunoassay, or 
used as a fluorescence contrast medium that is administered into a blood vessel to 
visualize information in vivo. Another object of the present invention is to provide a 
compound useful as synthetic intermediates for preparation of the aforementioned 
compounds. The inventors of the present invention conducted various studies to 
achieve the aforementioned objects, and as a result, they successfully achieved the 
aforementioned objects by providing the following compounds. 

The present invention thus provides compounds represented by the following 
general formula (I) or salts thereof: 



General formula (I) 3 



C mC^ \ ^ 

I 1 C=Q 

wherein, Vi, V2, V^, V* and V« each independently represent a hydrogen atom or a 
group selected from the group consisting of a halogen atom^ an alkyl group, an alkenyl 
group, an alkynyl group, an aryl group, a heterocyclic group, cyano group, a hydroxy 
group, nitro group, carboxyl group, an alkoxy group, an aryloxy group, a silyloagr group, 
a heterocyclyloxy group, an acyloxy group, a carbamoyloxy group, an 
alkoxycarbonyloxy group, an aryloxycarbonyloxy group, an amino group (including an 
aniline group), an acylamino group, an aminocarbonylamino group, an 
alkoxycarbonylamino group^ an aryloxycarbonylamino group, a Sulfamoylamino group, 
an alkylflulfonylamino group, ai\ ajrylftulfonylamino group, a mercapto group, an 
alkylthio group, an aryltbio group, a heterocyclylthio group, a sulfamoyl group, an 
alkylsulfinyl group, an arylsulfinyl group, an alkylsulfonyl group, an arylsulfonyl 
group, an acyl group, an aryloxycarbonyl group, an alkoxycarbonyl group, a carbamoyl 
group, a phosphono group, a phosphonato group and a group that can form a covalent 
bond with a compound to be labeled (each of said group may be substituted), provided 
that V^, V^, V^, V* and V« do not simultaneously represent a hydrogen atom and 
provided that and V^, and V^, and V* and V» may independently bind to each 
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other to form a saturated or unsaturated ring that may be substituted; represents a 
hydrogen atom or a group selected from the group consisting of an alkyl group, an aryl 
group and a heterocyclic group (each of said group may be substituted); Rs and R* 
represent an alkyl group that may be substituted, and R^ and may bind to each 
other to form a ring that may be substituted; Q represents a group of atoms* required to 
form a cyanine dye chromophore, a melocyanine dye chromophore or a stilyl dye 
chromophore; and m and n represent 0 or 1, provided that m + n is 1, 

The present invention also provides compounds represented by the following 
general formula (ID: 

General Formula (I I) 

Y (M)q ^\ \U 

wherein, V^, V^, V3, V^, V^, V?. Vs. and Vio each independently represent a 
hydrogen atom or a group selected from the group consisting of a halogei). atom, an 
alkyl group, an alkenyl group, an alkynyl group, an aryl group» a heterocyclic group, 
cyano group, hydroxy group, nitro group, carboxyl group, an alkoxy group^ an aryloxy 
group, a silyloxy group, a heterocyclyloxy group, an acyloxy group, a carbamoyloxy 
group, an alkoxycarbonyloxy group, an aryloxycarbonyloxy group, an amino group 
(including an anilino group), an acylamino group, an aminocarbonylamino group, an 
alkoxy carbotiylamitio ^o\i.p, an aryloafcycarbonylamino group, a sulfamoylamino ^oup, 
an alkylsulfonylamino group, an arylsulfonylamino group, a mercapto group, an 
alkylthio group, an arylthio group, a heterocyclylthio group, a sulfamoyl group, an 
alkylsulfinyl group, an arylsulfinyl group, an alkylsulfonyl group, an arylsulfonyl 
group, an acyl group, an aryloxycarbonyl group, an alkoxy carbonyl group, a carbamoyl 
group, a phosphono group, phosphonato group and a group that can form a covalent 
bond with a compound to be labeled (each of said group may be Substituted), provided 
that V^, V^, V^, V* and do not simultaneously represent a hydrogen atom, and 
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provided that and V\ V» and V», V* and V^, V« and and Va, and V* a^d V"> 

may each independently form a saturated or unsaturated ring; and «ach 
independently represent a hydrogen atom or a group selected from the group 
consisting of an alkyl group, an aryl group and a heterocyclic group (each of said group 
may be substituted); R>, R*, R« and R« each independently represent an alkyl group 
that may be substituted^ and R^ and R'*, and R^ and R^ may bind to each other to 
independently form a ring that may be substituted; m^ n» s and t represent 0 or 1» 
provided that m + n is 1 and s + t is 1; L^, and L» each independently represent a 
methine group that may be substituted; p represents 1, 2 or 3; M represents a counter 
ion, and q represents a number required to neutralize the charge of the molecule. 

The present invention further provides compounds represented by the 
following general formula (III) or salts thereof: 



Genera i Formu la { I i 0 




wherein, V^, and V* each independently represents a hydrogen atom or a group 
selected from the group consisting of a halogen atom, an alkyl group, an alkenyl group, 
an alkynyl group, an aryl group, a heterocyclic group, cyano group, hydroxy group, 
nitro group, carboxiyl group, an alkoacy group, an aryloxy group, a sOyloxy group, a 
heterocyclyloxy group, an acyloxy group, a carbamoyloxy group, an alkoxycarbonyloxy 
group, an aryloxy carbonyloxy group, an amino group (including an aniline group), an 
acylamino group, an aminocarbonylamino group, an alkoatycarbonylamino group, an 
aryloxycarbonylamino group, a sulfamoylamino group, an alkylsulfonylamino group, 
an arylsulfonylamino group, a mercapto group, an alkylthio group, an arylthio group, a 
heterocydylthio group, a sulfamoyl group, an alkylsulfmyl group, an arylsulfinyl 
group, an alkylsulfonyl group, an arylaulfonyl group, an acyl group, an 
aryloxycarbonyl group, an alkoxycarbonyl group, a carbamoyl group, a phosphono 
group, a phosphonato group and a group that can form a covalent bond with a labeling 
compound (each of said group may be substituted), provided that Vi, and do not 
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simultaneously represent a hydj^ogen atom, and provided that Vi and V^, and Va and 
may each independently form a saturated or unsaturated ring that may be substituted; 

represents a hydrogen atom or a group selected from the group consisting of an 
alkyi group, an aryl group and a heterocyclic group (each of said group may be 
substituted); and R^ each independently represent an alkyl group that may be 
substituted, and R^ and R* may bind to each other to form a ring that may be 
substituted; and 

compounds represented by the following general formula (IV): 




wherein Vi, V^, V^, V®, V7 and represent a hydrogen atom or a group selected from 
the group consisting of a halogen atom, an alkyl group, an alkenyl group, an alkjmyl 
group, an aryl group, a heterocyclic group, cyano group, hydroxy group, nitro group, 
caibozyl group, an alkoxy group, an aryloaty group, a silyloxy group, a heterocyclyloxy 
group, an acyloxy group, a carbamoyloxy group, an alkoxycarbonyloxy group, an 
aryloxycarbonyloxy group, an amino group (including an aniline group), an acylamino 
group, an aminocarbonylamino group^ an alkoxy carbonylamino group, an 
aryloxycarbonylamino group, a sulfamoylamino group, an alkylsulfonylamino group, 
an arylsulfonylamino group, a mercapto group, an alkylthio group, an arylthio group, a 
Keterocyaylthio ^oup, a »\ilfamoyl groixp, an alkylaulfinyl group, an axyUulfinyl 
group, an alkylsulfonyl group, an arylsulfonyl group, an acyl group, an 
aryloxycarbonyl group, an alkoxycarbonyl group, a carbamoyl group, a phosphono 
group, a phosphonato group and a group that can form a covalent bond with a 
compound to be labeled (each of said group may be substituted), provided that V^, V^* 
and V3 do not simultaneously represent a hydrogen atom, and provided that Vi and V^, 
V8 and V3, V« and and V and may each independently form a saturated or 
unsaturated ring that may be substituted; Ri and R2 each independently represent a 
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hydrogen Atom or a group delected from the group consisting of an alkyl group, an aryl 
group and a heterocyclic group (each of said group may be substituted); Rs^ and 
Ro each independently represent an alkyl group that may be substituted, and R^ and 
R<, and R6 and R« may each indepeixdejxtly bind to each other to form a ring that may 
be substituted; L^, and each independently represent a methine group that may 
be substituted; p represents 1, 2 or 3; M represents a counter ion; and q represents a 
number required to neutralize the charge of the molecule. 

According to preferred embodiments of the present invention, provided are: 
the compounds represented by the general formula (III) or (IV), wherein at least one of 
Y\ V2 and is a group selected from the group consisting of a halogen atom, an 
alkenyl group, an alkynyl group, an aryl group, a heterocyclic group, cyano group, an 
alkylthio group, an arylthio group, a heterocyclylthio group, an alkylsulfonyl group, 
and an arylsulfonyl group; 

the compounds wherein at least one of V^, and is a group selected from the group 
consisting of a halogen atom, an alkynyl group, an aryl group and a heterocyclic group; 
the compounds represented by the general formula (III) or (IV), wherein at least one of 
V», V2 and V^ is au aryl group substituted with a sulfo group or a salt thereof, a 
heterocyclic group substituted with a sulfo group or a salt thereof, or an alkynyl group 
substituted with a sulfo group or a salt thereof; and 

the compounds represented by the general formula (III) or (TV), wherein at least one of 
Ri and R2 is an alkyl group or aryl group substituted with a reactive substituent that 
can form a covalent bond, inonic bond or coordinate bond with a substance to be 
labeled. 

According to more preferred embodiments of the present invention, provided 
are the compounds represented by the general formula (III) or (IV) or the 
aforem^^jjtioned preferred compounds, 

wherein at least one of R^ and R^ is an alkyl group or aryl group substituted with a 
group that can form a covalent bond with an amino group, hydroxyl group or thiol 
group of a substance to be labeled; or 

wherein at least one of R* and R^ is an alkyl group substituted with a carboxyl group. 

The present invention also provides compounds represented fay the following 
general formula (V): 



General Formula (V) 




wherein, and each independently represent a hydrogen atom» or an alkyi group, 
an aiyl group, or a heterocyclic group (each of said group may be substituted), provided 
that at least one of and is an alkyl group or aryl group substituted with a reactive 
$ub$tituent that can form a covalent bond^ inonic bond, or coordinate bond with a 
substance to be labeled; M represents a counter ion; q represents a number required to 
neutralize the charge of the molecule; and and each independently represent a 
hydrogen atom or a group selected from the group consisting of a halogen atom, an 
alkynyl group, an aryl group, a heterocyclic group, an alkylthio group, and an arylthio 
group, provided that and do not simultaneously represent a hydrogen atom. 

The present invention further provides compounds represented by the 
following general formula (VI); 

General Formula (VO 




wherein, V^, and each independently represent a hydrogen atom or a group 
select«(d from thA group condistin^ of a hetlo^en atom, an alkyl group, an alkenyl gj^oup, 
an alkynyl group, an aryl group, a heterocyclic group, cyano group, hydroxy group, 
nitro group, carboxyl group, an alkoxy group, an aryloxy group, a silyloxy group, a 
heterocyclyloxy group, an acyloxy group, a carbamoyloxy group, an alkoxycarbonyloxy 
group, an arylosiycarbonyloxy group, an amino group (including an anUino group), an 
acylamino group, an aminocarbonylamino group, an alkoxycarbonylamino group, an 
aryloxycarbonylamino group, a sulfamoylamino group, an alkylsulfonylamino group^ 
an arylsulfonylamino group, a mercapto group, an alkylthio group, an arylthio group, a 
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heterocyclyltbio group, a sulfamoyl group, an aikylsulfiiLyl group, an arylsulfinyl 
group, an alkylsulfonyl group, an arylsulfonyl group^ an acyl group, an 
aryloxycarbonyl group, an alkoxycarbonyl group, a carbamoyl group, a phosphono 
group, a phosphonato group and a group that can form a covalent bond with a 
compound to be labeled (each of said group may be substituted), provided that VS 
and V* do not simultaneously represent a hydrogen atom, and Vi and V*, and and V* 
may each independently form a saturated or unsaturated ring that may be substituted; 

represents a hydrogen atom or a group selected from the group consisting of an 
alkyl group, an aryl group and a heterocyclic group (each of said group may be 
substituted); &^ and represent an alkyl group that maybe substituted, and and 

may bind to each other to form a ring that may be substituted, and 
compounds represented by the following general formula (VII) or salts thereof: 



wherein, V^* and V» each independently represent a hydrogen atom or a group 
selected from the group consisting of a halogen atom, an alkyl group, an alkenyl group, 
an alkynyl group, an aryl group, a heterocyclic group, cyano group^ hydros^ group, 
nitro group, carboacyl group, an alkoxy group, an aryloxy group, a silyloxy group, a 
heterocyclyloxy group, an acyloxy group, a carbamoyloacy group, an alkoxycarbonyloxy 
group, an aryloxycarbonyloxy group, an amino group (including an anilino group), an 
acylamlno gfroup, an aminocarbonylamino group, an alkoxycarbonylamino group, an 
nryloxycarbonylamino group, a sulfamoylamino group, an alkylsulfottylaMauuo giOuy, 
an aryisulfonylamino group, a mercapto group, an alkylthio group, an arylthio group, a 
heterocyclyltbio group, a sulfamoyl group, an alkylsulfinyl group, an arylsulfinyl 
group, an alkylsulfonyl group, an arylsulfonyl group, an acyl group, an 
aryloxycarbonyl group, an alkoxy carbonyl group, a carbamoyl group, a phosphono 
group, a phosphonato group, and a group that can form a covalent bond with a 
compound to be labeled (each of said group may be substituted), provided that V\ V2 
and V do not simultaneously represent a hydrogen atom, and provided that V* and V^, 
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and V* and may each independently form a saturated or unsaturated ring that may 
be substituted; represents a hydrogen atom or a group selected from the group 
consisting of an alkyl group, an aryl group and a heterocyclic group (each of said group 
may be substituted); and represent an alkyl group that may be substituted, and 
R8 and may bind to each Other to form a ring that may be substituted. 

Prom other aspects of the present invention, provided are a 
fluorescence-labeling agent comprising the aforementioned compound; a substance 
fluorescence-labeled with the aforementioned compound, preferably a substance for 
diagnosis labeled with the aforementioned compound; an agent for diagnosis 
comprising a diagnostic substance fluorescence-labeled with the aforementioned 
compound; a method for diagnosis comprising a use of a diagnostic substance 
fluorescence-labeled with the aforementioned compound; a use of the aforementioned 
compound for manufacture of the aforementioned agent for diagnosis; a fluorescence 
contrast medium for administration into a blood vessel to visualize information in vivo, 
which comprises the aforementioned compound; and a use of the aforementioned 
compound for manufacture of the aforementioned fluorescence contrast medium. 

Best Mode for Carrying out the Invention 

In the present specification, an alkyl group may have any of straight, branched 
and cyclic chain or a combination thereof, and examples thereof include a straight or 
branched alkyl group having 1 to about 80 carbon atoms such as methyl group, ethyl 
group, n-propyl group, isopropyl group, t-butyl group, n-octyl group, eicosyl group, and 
2-ethylhexyl group; a substituted or unsubstituted cycloalkyl group or an alkyl 
consisting of a combination of a cycloalkyl group and a straight or branched alkyl 
group, which has 3 to 30 carbon atoms, for e:s:ampley cyclohexyl group, cyclopentyl 
group, and 4-ii-do4ecyIcycloh^yl group; a bicycloalkyl group having G to 30 carbon 
atoms such as bicydo[l,2,2]heptan-2-yl group and bicyclo[2,2,2loctan-3-yl group; a 
tricycloalkyl group and the like. The same shall apply to an alkyl moiety of a 
substituent having the alkyl moiety (e.g., alkylthio group and the like). Further, 
examples of substituted alkyl groups include, for example, 2-chloroethyl, 2-cyanoethyl 
and the like. A halogen atom referred to in the specification may be any of fluorine 
atom, chlorine atom^ bromine atom, and an iodine atom. When a functional group or 
a ring structure is referred to as "may be substituted"* (or aa "substituted or 
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unsubstituted^) in the present specification, the description means that the functional 
group or ring may have one or more substituents. However, t3rpes, numbers, and 
substituting positions of the substituents are not particularly limited. 

As VI, V», V3, and V« in the general formula (I), a hydrogen atom or a 
functional group may be used which is selected from the group consisting of a halogen 
atom, an alkyl group, an alkenyl group, an silkynyl group, an aryl group, a heterocyclic 
group, cyano group, hydroxy group, nitro group, carboxyl group, an alkoxy group, an 
aryloxy group, a silyloxy group, a heterocyclyloxy group, an acyloxy group, a 
carbamoyloigr group, an alkoxycarbonyloxy group, an aryloxycarbonyloxy group, an 
amino group (including an anilino group), an acylamino group, an 
aminocarbonylamino group, an alkozycarbonylamino group, an aryloxycarbonylamino 
group, a sulfamoylamino group, an alkylsulfonylamlno group, an arylsulfonylamino 
group, a mercapto group, an alkylthio group, an arylthio group, a heterocydylthio 
group, a sulfamoyi group, an alkylsulfinyl group, an arylsulfinyl group, an 
alkylsulfonyl group, an arylsulfonyl group, an acyl group, an aryloxycarbonyl group, 
an alkoxycarbonyl group, a carbamoyl group, a phosphono group, a phosphonato group, 
and a group that can form a covalent bond with a compound to be labeled. These 
groups may have one or more substituents at any positions, and when they have two or 
more substituents, the substituents may be the same or different. V^, V^, V^, V* and 
do not simultaneously represent a hydrogen atom. 

Specific examples of the aforementioned groups, including those having one or 
more substituents, are a halogen atom (e.g., chlorine atom, bromine atom, iodine atom 
and the like), an alkyl group (those exemplified above or the like), an alkenyl group 
[straight, branched, or cyclic alkenyl groups and those consisting of a combination 
thereof can be used, and examples include a straight or branched alkenyl group having 
2 to 30 carboA at<ims such M vinyl group, allyl group, prenyl group, geranyl giroup, aud 
oleyl group; a oycloalkenyl group having 3 to 30 carbon atoms such as 
2-cyclopenten-l-yl group and 2-cyclohexen-l-yl group; a bicycloalkenyl group having 5 
to 30 carbon atoms such as bicyclo[2,2,l]hept-2-en-l-yl group and bicycle (2,2,2] oct-2- 
en-4-yl group], an alkynyl group (preferably a substituted or unsubstituted alkynyl 
group having 2 to SO carbon atoms such as ethynyl group, propargyl group, 
trimethylsilylethynyl group, phenylethynyl group, p-sidfophenylethynyl group, 
, p-sulfonylaminophenylethynyl group and m-sulfonylaminophenylethynyl group), an 
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aryl group (preferably a substituted or unsubstituted aryl group having 6 to 30 carbon 
atoms such as phenyl group, p-tolyl group, naphthyl group, m-chlorophenyl group, and 
o-hexadecanoylaminophenyl group), 

a heterocyclic group (said group corresponds to a monovalent residue obtained by 
removing one hydrogen atom from an aromatic or non-aromatic heterocyclic compound, 
which is preferably a 5- or 6-membered substituted or unsubstituted heterocyclic group, 
further preferably a 5- or 6-membered aromatic heterocyclic group having 3 to 30 
carbon atoms, such as 2-fiiryl group, 2-thienyl group, 2-pyrimidinyl group, and 
2-ben%othiazolyl group), cyano group, hydroxyl group, nitro group, carboxyl group, ati 
alkoxy group (preferably a substituted or unsubstituted alkoxy group having 1 to 30 
carbon atoms such as methoxy group, etho»:y group, isopropoxy group, t-butoxy group, 
n-octyloxy group and 2-methoxyethoa:y group), an aryloxy group (preferably a 
substituted or unsubstituted aryloxy group having 6 to 30 carbon atoms such as 
phenoxy group, 2-methyIphenoxy group, 4-t-butylphenoxy group^ S-nitrophenoxy group, 
and 2-tetradecanoylaminophenoxy group), a silyloxy group (preferably a sHyloxy group 
having 8 to 20 carbon atoms such as trimethylsilyloxy group and 
t-butyldimethylsilyloxy group), a heterocyclyloxy group (preferably a substituted or 
unsubstituted heterocyclyloxy group having 2 to 30 carbon atoms such as 
l-phenyltetrazole-5-oxy group and 2-tetrahydropyranyloxy group), 
an acyloxy group (preferably formyloxy group, a substituted or unsubstituted 
alkylcarbonyloxy group having 2 to 30 carbon atoms or a substituted or unsubstituted 
arylcarbonyloacy group having 6 to 30 cEurbon atoms, for example, formyloxy group, 
acetyloxy group, pivaloyloxy group, stearoyloxy group, benzoyloxy group, 
p-methoxyphenylcarbonyloxy group and the like), a carbamoyloxy group (preferably a 
substituted or unsubstituted carbamoyloscy group having 1 to 30 carbon atoms such as 
N,N-dimethylcarbamoyloxy group, N,N-diethylcarbamoyIoxy gi oiip, 
morpholinocarbonyloxy group, N,N-di-n-octyl£imLnocarbonyloxy group and 
N-n-octylcarbamoyloxy group), an alkoxycarbonyloxy group (preferably a substituted 
or unsubstituted alkoxycarbonyloxy group having 2 to 30 carbon atoms such as 
inethoxycarbonyloxy group, ethoxycarbonyloxy group, t-butoxycarbonyloxy group, and 
n-octylcarbonyloxy group), 

an aryloxycarbonyloxy group (preferably a substituted or unsubstituted 
aryloxycarbonyloxy group having 7 to 30 carbon atoms such as phenoxycarbonyloxy 
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group^ p-methoxyphenoxycarbonyloxy group and p-A-hexadecyloxypbenoxycarbonyloxy 
group)^ aa amino group (preferably an amino group » a Bubstituted or unsubstituted 
alkylamino group having 1 to 30 carbon atoma^ and a substituted or unsubstituted 
anilino group having 6 to 30 carbon atoms, for example, amino group, methylamino 
group, dimethylamino group, anilino group, N-methylanilino group, diphenylamino 
group and the like), an acylamino group (preferably formylamino group, a substituted 
or unsubstituted alkylcarbonylamino group having 1 to SO carbon atoms or a 
substituted or unsubstituted arylcarbonylamino group having 6 to 30 carbon atoms, for 
example, formylamino group, acet^lamino group, pivaloylamino group, lauroylamino 
group, benzoylamino group, 3,4,5-tri-n-octyloxyphenylcarbonylamino group and the 
like), an aminocarbonylamino group (preferably & substituted or unsubstituted 
aminocarbonylamino group having 1 to 30 carbon atoms such as carbamoylamino 
group, N,N-dimethylaminocarbonylamino group. N,N-diethylaminocarbonylamino 
group and roorpholinocarbonylamino group), 

an alkoxycarbonylamino group (preferably a substituted or unsubstituted 
alkoxycarbonylamino group having 2 to 30 carbon atoms such as 
methoxycarbonylamino group, ethoxycarbonylamino group, t-butoxycarbonylamino 
group, n-octadecylo^ycarbonylamino group and N-methyl-methoxycarbonylamino 
group), an aryloxycarbonylamino group (preferably a substituted or unsubstituted 
aryloxycarbonylamino group having 7 to 30 carbon atoms such as 
phenoxycarbonylamino group, p-cbIoropheAOs:ycarbonylamino group and 
m-n-octyloxyphenoxycarbonylamino group), a sulfamoylamino groups (preferably a 
substituted or unsubstituted sulfamoylamino group having 0 to 80 carbon atoms such 
as sulfamoylamino group, N,K-dimethylamino8ulfonylamino group and 
N-n-octylaminosulfonylamino group), an alkylsulfonyl group or an arylsulfonylamino 
group (preferably a »vib»titut«:d or unsubstitixted alkyloulfonylamiiio group liaving 1 to 
30 carbon atoms or a substituted or unsubstituted arylsulfonylamino group having 6 to 
30 carbon atoms, for example, methylsulfonylamino group, butylsulfonylamino group, 
phenylsulfonylamino group, 2,S,5-trichlorophenylsulfonylamino group, 
p-methylpheuylsulfonylamino group and the like), 

a mercapto group, an alkylthio group (preferably a substituted or unsubstituted 
alkylthio group having 1 to 30 carbon atoms such as methylthio group, ethylthio group 
and n-hexadecylthio group), an arylthio group (preferably a substituted or 
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iinsubstituted arylthio group having 6 to 30 carbon atoms such as phenylthio group, 
p-chlorophonylthio group and m-methoxyphenylthio group), a heterooyelylthio group 
(preferably a substituted or unsubstituted heteroeyclyltliio group having 2 to 30 carbon 
atoms such as 2-beiX2othia20lylihio group and l-phenyltetrazol-5-ylthio group), a 
sulfamoyl group (preferably a substituted or unsubstituted sulfamoyl group having 0 
to 30 carbon atoms such as N-ethylsulfamoyl group, N-{3-dodecyloxypropyl)»ulfamoyl 
group, N,N-dimethylaulfamoyl group, N-acetylsulfamoyl group, N-benzoylsulfamoyl 
group and N-(N'-phenylcarbamoyl)sulfamoyl group), an alkylsulfinyl group or an 
arylsulfinyl group (preferably a substituted or unsubstituted alkylsulfinyl group 
having 1 to 30 carbon atoms or a substituted or unsubstituted arylsulfinyl group 
having 6 to 30 carbOD atoms, for example, methylsulfinyl group, ethylsulfinyl group, 
phenylsulGnyl group and p-methylphenylsulfinyl group), 
an alkylsulfonyl group or an arylsulfonyl group (preferably a substituted or 
unsubstituted alkylsulfonyl group having 1 to 30 carbon atoms or a substituted or 
unsubstituted arylsulfonyl group haviiig 6 to 30 carbon atoms, for example, 
methylsulfonyl group, ethylsuifonyl group, phenylsulfonyl group, 

p-methylphenylsulfonyl group and the like), an acyl group (preferably formyl group, a 
substituted or unsubstituted alkylcarbonyl group having 2 to 30 carbon atoms or a 
substituted or imsubstituted arylcarbonyl group having 7 to 30 carbon atoms, for 
example, acetyl group, pivaloyl group, 2-chloroacetyl group, stearoyl group, benzoyl 
group, p-n-octyloxyphenylcarbonyl group and the like), an aryloxycarbonyl group 
(preferably a substituted or unsubstituted aryloxycarbonyl group having 7 to 30 carbon 
atoms such as phenoxycarbonyl group, o-chlorophenoxycarbonyl group, 
m-nitrophenoxycarbonyl group and p-t-butylphenoxycarbonyl group), an 
alkoxycarbonyl group (preferably a substituted or unsubstituted alkoxycarbonyl group 
having 2 to 30 carbon atoms such as methoxycarbonyl group, ethuxycarbuuyl group, 
t-butoxycarbonyl group and n-octadecyloxycarbonyl group), a carbamoyl group 
(preferably a substituted or unsubstituted carbamoyl group having 1 to SO carbon 
atoms such as carbamoyl group, N-methylcarbamoyl group, N,N-dimethylcarbamoyl 
group, N,N-di-n-octylcarbamoyl group and N-(methylsulfonyl)carbamoyl group), a 
phosphono group, a phosphonato group, and a group that can form a covalent bond 
with a substance to be labeled (e.g., an isothiocyanato group an iaocyanato group, a 
succinimidyl ester group^ a halogen-substituted triazinyl group, a halogen-substituted 
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pyrimidinyl group, a sulfonyl halide group, an a -haloacetyl group, a maleimidyl 
group, an azividmyl group and the like). 

When the aforementioned functional groups is substituted, the 
aforementioned groups or sulfonic acid group or a salt thereof can be used as the 
substituent. Eaiamples of the substituent on the aforementioned functional groups 
include a sulfonic acid group or a salt thereof, as well as an 
alkylcarbonylaminosulfonyl group, an arylcarbonylaminosulfonyl group, an 
alkylsulfonylaminocarbonyl group, an axylsulfonylaminocarbonyl group and the like. 
More specifically, examples of substituents on the aforementioned functional groups 
include a sulfonic acid group or a salt thereof, methylsulfonylaminocarbonyl group, 
p-methylphenylsulfonylaminocarbonyl group, acetylaminosulfonyl group, 
benzoylaminosulfonyl group and the like, and a sulfonic acid group or a salt thereof is 
preferred as the substituent. 

and V*, and V, and V* and may bind to each other to form a saturated 
or unsaturated ring. As the ring thus formed, a 5-, 6- or 7-membered ring is preferred. 
Further, the ring may contain one or more hetero atoms (a hetero atom referred to in 
the specification means, for exiample, an oxygen atom, a nitrogen atom, a sulfur atom, 
a metal atom or the like), and when two or more hetero atoms are contained, they may 
be the same or different. Furtibier, one or more substituents such as those explained 
as for and others may exist at .any position on the ring formed, and when two or 
more substituents exist, they may be the same or different. 

Preferred as V^, V^, V^, V* and are a halogen atom, an alkyl group having 1 
to 6 carbon atoms, an alkenyl group having 2 to 80 carbon atoms, an alkynyl group 
having 2 to 30 carbon atoms, an aryl group having 6 to 20 carbon atoms, a heterocyclic 
group (a 5- or 6-membered aromatic or non-aromatic substituted or unsubstituted 
hetcrocydxc group, preferably a 6- or G-membered aromatic lieterocycllc having S tu 80 
carbon atoms), an alkylthio group having 1 to 30 carbon atoms, an arylthio group 
having 6 to 30 carbon atoms, a substituted or unsubstituted heterocyclylthio group 
having 2 to 30 carbon atoms, a sulfamoyl group having 0 to 30 carbon atoms, an 
alkylsulfonyl group having 1 to 30 carbon atoms and an arylsulfonyl group having 6 to 
30 carbon atoms. An isothiocyanato group, an isocyanato group, a succinimidyl ester 
group, a halogen-substituted triaarinyl group, a halogen-substituted pyrimidinyl group, 
a sulfonyl halide group, an a -haloacetyl group, a maleimidyl group and an a^iridinyl 
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group, which can form a covalent bond with a substance to be labeled, are also 
preferred. 

Further preferred as V^, V^, va, V-* and V* are a halogen atom, an alkyl group 
having 1 to 6 carbon atorn^, an alkynyl group having 2 to 30 carbon atoms, an aryl 
group having 6 to 20 carbon atoms, a heterocyclic group, an alkylthio group having 1 to 
30 carbon atoms, an arylthio group having 6 to 30 carbon atoms, a substituted or 
unsubstituted heterocyclylthio group having 2 to 30 carbon atoms, and the group that 
can form a covalent bond with a substance to be labeled, which is explained above. 

As in the general formula (I), for example, a hydrogen atom, an alkyl group 
having 1 to 20 carbon atoms (e.g., methyl group, ethyl group, propyl group, butyl group, 
cyclohexyl group and the like), an aryl group having 6 to 20 carbon atoms (e.g., phenyl 
group, tolyl group, naphtbyl group and the like) and a heterocyclic group (e.g., 
2-pyridyl group, 4-pyridyl group, pyrazolyl group, triazolyl group, tetrazolyl group and 
the like) can be used. The aforementioned alkyl group, aryl group, and heterocyclic 
group may have one or more substituents at any positions. Type& of the substituents 
are not particularly limited, and the groups explained as for the aforementioned Vi or 
others and a sulfonic acid group or a salt thereof, as well as a reactive substituent for 
labeling a substance to be labeled through a covalent bond, an ionic bond, a hydrogen 
bond or the like may exist. 

Examples of the substance to be labeled include antibody, protein, peptide, 
enzyme substrate, hormone, lymphokine, metabolic product, receptor, antigen, hapten, 
lectin, avidin, streptavidin, toxin, carbohydrate, polysaccharide, nucleic acid, 
deoxynucleic acid, nucleic acid derivatives, deox3rnucleic acid derivatives, DNA 
fragment, RNA fragment, DNA fragment derivatives, RNA fragment derivatives, 
naturally-derived drug, virus particle, bacterium particle, virus component, yeast 
component, blood cell, blood cell component, bacterium, bacterial component, natural 
or synthetic lipid, drug, poison, environmental pollutant, polymer, polymer particle, 
glass particle, plastic particle, polymer membrane and the like. Examples of the 
reactive substituent for labeling these substances through a covalent bond, ionic bond 
or hydrogen bond include, for example, a succinimidyl ester group, a 
halogen-substituted triazinyl group, a halogen-substituted pyrimidinyl group, a 
sulfonyl halide group, an a -haloacetyl group, a maleimidyl group, an aziridinyl group 
and the like. 
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Ri is preferably a substituted or unsubstituted alkyl group having 1 to 20 
carbon atoms, more preferably a substituted alkyl group having 1 to 20 carbon atoms. 
Examples of preferred substituents on tiie alkyl group include the aforemeationed 
reactive substituents, as well as carboxyl group, an amixxo group* hydroxy group, a 
mercapto group, a sulfonic acid group or a salt thereof, an alkylamido group (an alkyl 
moiety of said alkylamido group may have one or more substituents selected from the 
group consisting of the aforementioned reactive substituents, carboxyl group, an amino 
group, hydroxy group and a mercapto group) and the like.. 

In the general formula (I), Q represents a group of atoms required to form a 
methine dye chromophore. Typos of the methine dye are not particularly limited. 
Preferred methine dyes include, for example, cyanine dyes, merocyanine dyes, 
rhodacyanine dyes, trinucleous merocyanine dyes, tetraixucleous merocyanine dyes, 
allopolar dyes, styryl dyes, styryl base dyes, hemicyanine dyes, streptocyanine dyes, 
hemioxonole dyes and the like, more preferred dyes include cyanine dyes, merocyanine 
dyes and rhodacyanine dyes, and most preferred dyes include cyanine dyes (as for their 
charged state, they may be in any form of cation, anion, or betaine). Details of these 
dyes are described in FJtf. Harmer, "Heterocyclic Compounds - Cyanine Dyes and 
Related Compounds", John Wiley and Sons, New York, London, 1964; D.M. Stunner, 
•'Heterocyclic Compounds - Special Topics in Heterocyclic Chemistry", Chapter 18, 
Section 14, 482 to 516 pages, John Wiley and Sons, New York, London, 1977 and the 
like. 

As the cyanine dyes, merocyanine dyes, and rhodacyanine dyes^ those 
disclosed in U.S. Patent No. 5,340,694, pages 21 and 22, (XI), (XII) and (Xm) are 
preferred. More preferred are those represented by the general formula (I) of the 
present invention wherein cyanine dye structure of the formula (II) is formed. 

In the general formula (H), V^, V*, V*, V*, V«, V^ V^, V», and V^o have the 
same meanings as mentioned in the general formula (I). Vi to V^o are independent 
from one another, however, V^, V^, V«, and do not simultaneously represent a 
hydrogen atom. and R* are independent from each other, and they have the same 
meaning as Ri mentioned in the general formula (I). R^, R*. R^ and R« are 
independent from one another, and they have the same meaning as R^ and R-^ 
mentioned in the general formula (I). 

In the general formula (II). and represent a substituted or 
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unsubstituted methine group. E:s:amples of the substituents existing oa the methlne 
group include a substituted or unsubstituted alkyl group having 1 to 15 carfooi> atoms, 
preferably 1 to 10 carbon atoms^ most preferably 1 to 5 carbon atoms (e.g., methyl 
group, ethyl group, carboxyethyl g^roup and the like), a substituted or unsubstituted 
aryl group having 6 to 80 carbon atoms, preferably 6 to 20 carbon atoms, most 
preferably 6 to 15 carbon atoms (e.g., phenyl group, o-carboxyphenyl group and the 
like), a substituted or unsubstituted heterocyclic group having 3 to 20 carbon atoms, 
preferably 4 to 15 carbon atoms, most preferably 6 to 10 carbon atoms (e.g., 
N;Nf-dimethylbarbituric acid group and the like), a halogen atom (e.g., fluorine atom, 
chlorine atom, bromine atom, iodine atom and the like), an alko^y group having 1 to 20 
carbon atoms^ preferably 1 to 15 carbon atoms, most preferably 1 to 10 carbon atoms 
(e.g., methoxy group, ethoxy group and the like), an amino group having 0 to 20 carbon 
atoms, preferably 2 to 15 carbon atoms, most preferably 4 to 15 carbon atoms (e.g., 
methylamino group, dlmethylamino group, N-methyl-N-phenylamino group, 
N-methylpiperazino group and the like), an alkylthio group having 1 to 16 carbon 
atoms, preferably 1 to 10 carbon atoms, most preferably 1 to 8 carbon atoms (e.g., 
methylthio group, ethylthio group and the like), an arylthio groups having 6 to 20 
carbon atoms, preferably 6 to 18 carbon atoms, most preferably 6 to 15 carbon atoms 
(e.g., phenylthio group, p-methylthio group and the like). 

When the compounds of the present invention are used for diagnostic purpose, 
it is preferred that the aforementioned substituents are further substituted with a 
reactive group such as a succinimidyl ester group, a halogen- substituted triatinyl 
group, a halogen-substituted pyrimidinyl group, a sulfonyl halide group, an a 
'haloacetyl group, a maleimidyl group and an aziridinyl group. Symbol "p" represents 
1, 2 or 3. Symbol "p" is preferably 1 or 2, and p is most preferably 1 which 
corr<»spondft to the structure represented by the general formula (V). 

M represents a counter ion. M may be a cation or an anion, and examples of 
the cation include an alkali metal ion such as sodium ion, potassium ion and lithium 
ion and an organic ion such as tetraalkylammonium ion and pyridinium ion. The 
anion may be an inorganic anion or an organic anion. Examples of the anion include a 
halogen anion (e.g., fluorine ion, chlorine ion, bromine ion, iodine ion), a substituted 
arylsulfonate ion (e.g., p-toluenesulfonate ion, p-chlorobenzenesulfonate ion), an 
aryldisulfonate ion (e.g., 1,3-benzenedisulfonate ion, 1,5-naphthalenedisulfonate ion). 
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an aikylsulfate ion (e.g., methylsulfate ion), sulfate ion, thiocyanate ion, perchlorate 
ion, tetrailuoroborate ion, picrate ion, acetate ion, trifluoromethanesulfonate ion and 
the like, M may be a hydrogen ion. Preferred counter ions are an ammonium ion, an 
alkali metal ion, a halogen anion and a substituted arylsulfonate ion, and more 
preferred are an alkali metal ion, a halogen anion and a substituted arylsulfonate ion. 
Ssnnbol "q" represents a number required to neutralize charge of the molecule. 

In the general formula (III), V^, V2, V^», R^ R», and Q have the same 
meanings as those of the general formula (I), respectively. In the general formula (IV), 
Y\ V^, V^, V«, V», Ri, R«, R», R*, R^, R«, Li, L2, L^, M, p and q have the same 
meanings as those of the general formula (II), respectively. In the general formula 
(VI), VI, V2, V8, Ri, R^, R*, M and q have the same meanings as those of the general 
formula (II), respectively. In the general formula (VII). Vh V^, V^, R^, and R^ have the 
same meanings as those of the general formula (II), respectively. 

In the general formula (V), Ri, R^, M and q have the same meanings as those of 
the general formula (II), respectively. The halogen atom, alkynyl group, aryl group, 
heterocyclic group, alkylthio group and arylthio group represented by and have 
the same meanings as the groups explained as for V^ and others in the formula (I), 
respectively. It is preferred that at least one acid group (e.g., a sulfonic acid group or 
a salt thereof, carboxylic acid group, phosphoric acid group and the like) is introduced 
on each of the aforementioned substituents except for the halogen. The acid group 
may bind to the aforementioned alkynyl group, aryl group, heterocyclic group, 
alkylthio group or arylthio group via a bridging group such as an alkylene group, 
however, it is preferred that the acid group directly binds to the aforementioned 
substituents. 

The compounds of the present invention may exist as acid addition salts, and 
they may eadst as base addition salts depending on types of substitiients, EAampl«s of 
the salts include mineral acid salts such as hydrochloride, atdfate, nitrate and 
phosphate, organic acid salts such as methanesulfonate, p-toluenesulfonate, tartrate, 
citrate and maleate, metal salts such as sodium salt, potassium salt and calcium salt, 
ammonium salts, organic amine salts such as triethylamine salt, amino acid salts such 
as and glycine salt and the like. Further, the compounds of the present invention may 
exist as hydrates or solvates, and each of these substances also falls within the scope of 
the present invention. Further^ the compounds of the present invention may have one 
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or more asymmetric carbons depending on types of the substLtuents, and any of 
stereoisomers such as optical isomers and diastereoiaomers, mixtures of stereoisomers » 
racemates and the like also falls within the scope of the present invention. 

Preferred examples of the compounds of the present invention represented by 
the aforementioned general formulas are shown below. However, the scope of the 
present invention is not limited to the following specific compounds. 
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-CH3 



— (CHak-COO 
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SO3 



— (CH2)s-COOH 
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1-34 



—OH 



-(CH2)3"S03 — (CH2> 



O 



O 
O 



— (CH2)3~S03 — (CH2)5-COO-N 



1-35 



— COOH 



"(CH2)3-S03 — (CH2)5-NCS 



1-36 



1-37 
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PI 
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CI 



-0CH3 -ch2Conh^hQ^ -(ch2)5-conhH^n 



— {CH2)s-C0OH 
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— O Si — 



-CH, 
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OH 
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-OCOOCH3 — (CH2)3-S03 — (CH2)5-COOH 
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— (CH2)3-S03 — (OH2)5"NCS 



— NHCO(CH2)COOH —(OH^h-SO^ —(082)3-303 



-NHCONH2 



— (CH2)5-COOH 



— NHCOOCH3 



— (CH2)5-COO 



— NHSO2NH2 
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— NHSO2CH3 — CH2CONH— ^^"2)5 NCS 
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— (CH2)5-CONH-<\ N 
CI 
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No. V R? M_ 

1-51 ""^""^^ -^^"3 — {CH2)6-COCr 

1-52 — SO2NH2 — (CH2)3-S03~ — (CH2)ff-COOH 

1-33 -SOCH3 — (CH2),-503" — (CHa)5-COOH — 

1-54 -SO2CH, — (CH3),-SOr — (CH2)fi^COOH — 

1-55 -COCH3 -CH, — (CH2)s-COd" — 

1-56 -COOCH, -CHa -(CH,),-COO- " 

1-57 -COO-Qh-SO; -CH3 — {CH2)5-C0d' ^K"' 

1-58 — CONH(CH2)2COOH -CHj — (CH2)!rCOO 

1-59 -PCh" — (CH2)3-S03~ — {CH2)5-C00H ANa"^ 
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(CH2)5COOH 
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VI-8 (CH2)ii COOCH3 
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No. w 

VE-25 — OCOO— ^^>— SO3K 

Vn-26 — N(CH3)2 

Vn-27 — NHCO(CH2)COOH 

VIt-28 — NHCONH2 

VII-29 — NHCOOCH3 
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The compounda of the present invention represented by the aforementioned 
general formulas are useful as fluorescence-labeling agents. Substances that can be 
labeled with the compounds of the present invention are not particularly limited, and 
any substances can be used as an object of the labeling, which include low jnolec\ilar 
compounds, high molecular compounds, organic compounds, inorganic compounda, 
biological substances, natural organic compounds, microorganisms and the like. 
More specifically, es:amples of the substances to be labeled include antibody, protein, 
peptide, enzyme substrate, hormone, lymphokine, metabolic product, receptor, antigen, 
hapten, lectin, avidin, streptavidin, toxin, carbohydrate, polysaccharide, nucleic acid, 
deoxynucleic acid, nucleic acid derivative, deoxynucleic acid derivative, DNA fragment, 
RNA fragment, DNA fragment derivative, RNA fragment derivative, naturally-derived 
drug, virus particle, bacterium particle, virus component, yeast component, blood cell, 
blood cell component, bacterium, bacterial component, natural or synthetic lipid, 
synthetic drug, poison, environmental pollutant, polymer, polymer particle, glass 
particle, plastic particle, polymer membrane and the like. 

Among them, preferred substances to be labeled are antibody, protein, peptide, 
nucleotide, hormone, saccharide, lipids vitamin, alkaloid, antibiotic and the like. 
Specific examples of the protein and peptide include, for esiample, immunoglobulins 
such as IgG, IgA, IgM, IgD and IgB, monoclonal antibodies directed to various proteins 
or membrane antigens of leucocyte, enzymes such as peroxidase, glucose oxidase, and 
alkaline phosphatase, and specific examples of the nucleotide include, for example, 
DNA, RNA, synthetic oligonucleotides, synthetic polynucleotides, ATP, CPT, GTP, TTP, 
UTP. dATP, dCTP, dGTP, dTTP, dUTP, ddATP, ddCTP, ddGTP, ddTTP, ddUTP, 
derivatives thereof. Specific examples of the saccharide include, for example, 
polysaccharides such as glycogen, starch and mannan, oligosaccharides and 
monocaocharidco ouch ao glncoac and mannoac, and apociflc examples of the lipid 
include, for example, phosphatidylcholine, phosphatidylethanolamine, fats, aliphatic 
acids. Examples of the hormone include, for example, peptide hormones such as 
insulin, growth hormones, epidermal growth factor, oxytocin, vasopressin and secretin, 
steroid hormones such as androgen and estrogen, catecholamines such as adrenaline 
and noradrenaline, and specific examples of the vitamin include, for example, vitamin 
A, vitamin B (Bl, B2, B6, B12 and the like), vitamin G, vitamin D, vitamin E, biotin, 
folic acid. Specific examples of the alkaloid include, for example, opium alkaloids, 
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tropane alkaloids such as atropine, indole alkaloids such as* vinblastine, isoquinoline 
alkaloids such as coptis rhizome, and specific examples of the antibiotic include 
penicillin, cephalosporin, kanamycixx, erythromycin. Among those substances to be 
labeled, substances that can be used for diagnosis (referred to as diagnostic 
substances'* in the specification, e.g., antibodies, proteins, peptides and the like) are 
preferred substances to be labeled. 

Various techniques for introducing a fluorescence-labeling agent into a 
substance to be labeled are known, and when the compounds of the present invention 
are used as fluorescence-labeling agents, it is possible to appropriately select and use 
any means available to those skilled in the art. For example, a functional group in a 
substance to be labeled such as amino group and hydroxyl group can be directly bound 
to a reactive substituent such as carboxyl group and active ester group in the 
compounds of the present invention through an ionic bond or covalent bond, or after 
chemical modification such as introduction of a lisJcer into a part of a substance to be 
labeled, the resulting product can be reacted with the compounds of the present 
invention. Alternatively, it is also possible to label a single-stranded DNA or RNA via 
a hydrogen bond with a base of a nucleic acid, or by intercalation into double-stranded 
DNA , The labeled substance after the reaction can be purified by commonly used 
separation techniques such as chromatography, electrophoresis, recrystallization and 
washing. 

When the compounds of the present invention are used for DNA analysis, the 
compounds of the present invention can be incorporated into a probe or primer, for 
example, according to the method described by Ruth (Jerry L, Ruth, DNA, 3, 123 
(1984)). The method of reacting a hydrophilic polyfunctional polymer such as 
proteins with a dye compound having a reactive substituent (e.g., active ester, 
ieothiooyanate, iodoaootyl and the like) for laboling can be readily performed, for 
example, according to the method disclosed in U.S. Patent No. 5,669,587. A dye 
having a carboxyl group that is not converted to an active ester can be labeled, for 
example, by the method described in Japanese Patent Unexamined Publication No. 
6-222059. 

Further, for example, an anti-tumor antibody can be labeled with the 
compound of the present invention and the labeled antibody can be brought into 
contact with a tissue or organ to prove existence of cancer cell or cancer tissue. For 
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diagaosis, a tissue slice can be fixed by an appropriate method such as the paraffin 
method and observed under a microscope^ or a tissue in vivo can be immunochemically 
stained and observed by using an endoscope. Recently, various fluorescence imaging 
methods using near infrared-ray fluorescent substances have been proposed (e.g.^ 
Japanese Patent Unexamined Publication No. 9-309845; J. Neurosurg., 87, pp.738-745, 
1997; lyoh Denshi to Seitai Kogaku (Electrons for Medical Use and Bioengineering), 34, 
pp.316-322, 1996 and the like), and the compounds of the present invention can be 
used as diagnostic agents utilizing such fluorescence imaging methods. 

When diagnostic substances labeled with the compounds of the present 
invention (e.g., labeled antibodies and the like) are used as diagnostic agents, they are 
preferably prepared in the form of a pharmaceutical composition by using one or more 
kinds of additives for pharmaceutical preparations. For example, a pharmaceutical 
composition in the form of solid, solution or the like can be prepared by using suitable 
additives for pharmaceutical preparations such as buffering agents, dissolving aids, 
pH modifiers, excipients, and preservatives. Those skilled in the art can 
appropriately choose a form of a pharmaceutical composition suitable for diagnosis or 
treatment as well as a method for preparation thereof. Furthermore, it is also 
possible to use the compounds of the present invention as fluorescence contrast media, 
which are administered into a blood vessel to visualize information in vivo (e.g., 
existence of cancer tissue and the like). 

Methods for preparing the compounds of the present invention are not 
particularly limited, and they can be prepared via various synthetic routes. The 
compounds represented by the general formula (VII) can be prepared by applying a 
reaction weU known as the Fischer's indole synthesis. The Fischer's indole s3mthesis 
is described in various publications. As for reaction conditions (temperature, solvent, 
ti»ie, reaction agent and tho Ho). Sudbcrg, *Tlic Chcmiatry of Indoles", Academic 
Press, New York, 1970 and the references cited therein can be referred to. For 
preparation of the compounds of the present invention, a higher reaction temperature 
is often required compared with usual indole or indolenine synthesis, however, 
reaction temperature can be appropriately chosen by those skilled in the art. 

For preparation of the compounds represented by the general formula (VII), a 
coupling reaction of an aromatic compound or acetylene can be applied to an indolenine 
introduced with a leaving group such as a halogen- As for coupling reaction. 
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*'Cro8S-CoupHng Reaction of Organic Boron Compound Using Palladium Catalyst" 
described in Chemical Review, vol. 95, p.2457 (1995) and references cited therein can 
be referred to, and the reaction known a$ Heck reaction described in Journal of 
Organic Chemistry, vol, 55, p.63 (1990) can be applied to easily produce a target 
substance. A compound represented by the general formula (VI) can be synthesized 
by treating a compound represented by the general formula (VII) with any of various 
alkylating agents. 

Dyes represented by the general formulas (I) to (V) can be synthesized from a 
compound represented by the general formula (VI) by using a known method. As for 
reaction conditions (temperature, solvent, time, reaction agents and the like), 
explanations are given in P.M. Harmer, ^Heterocyclic Compounds - Cyanine Dyes and 
Related Compounds", John WUey and Sons, New York, London, 1964; D.M. Sturmer, 
■'Heterocyclic Compounds - Special Topics in Heterocyclic Chemistry", Chapter 18, 
Section 14, 482 to 516 pages and the like. 

Methods for preparation of typical compounds are specifically described in the 
examples of the specification. Accordingly, those skilled in the art can prepare any 
compound falling within the scope of the aforementioned general formulas by referring 
to the specific explanations in the following examples and appropriately choosing a 
compound as a starting material, reaction conditions, reagents and the like, and 
applying modification or alteration to the methods described in the examples as 
required. However, methods for preparing the compounds of the present invention 
represented by the aforementioned general formulas are not particularly limited, and 
it should be understood that those prepared by any methods fall within the scope of the 
present invention. 



Extunplco 

Example 1: Synthesis of Compound Vn-43 

6-Bromo-2-hydrazinopyridine (10 g) and 3-methyl-2-butanone (20 ml) were 
mixed and allowed to react at 80«C for 15 minutes. After evaporation of excess 
3-methyl-2-butanone, the reaction mixture was added with 1,4 -butane diol {16 ml) anc 
allowed to react for 5 hours with heating at 230°C. The reaction mixture was cooled 
and subjected to silica gel column chromatography without treatment. The solvent 
was evaporated from the fraction containing the target substance, and then the 
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residue was crystallized from hexane/ethyl acetate to obtain Compound VlI-43 as light 
brown crystals. 
Yield: 2,0 g (15.7%) 
Melting point: 132-134<>C 

H-NMR (CDCI3), S 8.50 (d, IH), 7-70 (d, IH), 2,40 (s, 3H), 1.36 {s, 6H) 

Example 2: Syntheses of Compounds VII-13 to VII-31 ajxd Compounds VII-34 and 
VII-35 

Compounds VII-13 to VII-31 and Compounds Vll-34 and VII-35 were 
synthesized from corresponding hydrazinopyridines under the same conditions as 
those for Compound VII-43 though they were obtained in a low yield. The structures 
of the compounds were verified based on values obtained in mass spectrometry and 
elemental analysis. 

Esiample 3: Synthesis of Compound Vll-l 

Compound VII-1 was synthesized by the synthetic route described below. 




vn-i 

(1) Synthesis of Compound Vll-lb 

Compound VII- la (121 g) was suspended in acetic acid (3 L) and added 
drop wise with bromine (94 g) under water cooling over 2 hours. The reaction mixture 
was further stirred for 1 hour, and then the crystals were collected by filtration to 
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obtain Compound Vll-lb. Yield: 132,3 g (62%). 

H-NMR (D2O), 6 7.83 (d, 2H), 7.70 (d, 2H), 6.42 (t, IH), 4.20 (d, 2H) 

(2) Synthesis of Compound VII-lc 

Compoui:td Vll-lb (100 g) was added to 20% aqueous potassium hydroxide and 
the mixture was allowed to react at 90**C, One hour after the reaction was started, 
the reaction mixture became uniform. The reaction was further continued for 2 hours. 
Then, after the reaction mixture was stirred with ice cooLiixg for 1 hour, crystals of the 
target substance Compound VII-Ic deposited. Yield: 41 g (68%). 
H-NMR (DMS0-d6) 5 7.61 (d, 2H). 7.43 (d, 2H), 4.20 (s. IH) 

(3) Synthesis of Compound VII-1 

Compound VII-43 (3,3 g) and Compound VII-lc (5.0 g) were dissolved in DMF 
(50 ml) under a nitrogen flow, added with potassium carbonate (6.2 g) and 
tetrakistriphcnylphosphine palladium (0.52 g), and the mixture was allowed to react 
at 90**C for 6 hours. When ethyl acetate was added to the reaction mixture, crystals 
containing mineral salt precipitated, and then the crystals were collected by filtration. 
When the crystals were added with water (200 ml), chloroform (200 ml), hydrochloric 
acid (5 ml) and tributylamine (10 ml) for separation, the target substance was 
extracted in the chloroform layer as tributylamine salt. The chloroform layer was 
washed twice with water and then concentrated- The residue was crystallized from 
ethyl acetate/hexane to obtain Compound VlI-1. Yield: 7.0 g (89%). 

H-NMR (DMSO-de) 5 8.50 (d, IH), 8.05 (d. IH), 7.60 (d, 2H), 7.46 (d, 2H), 2.35 (s, 3H), 
1.35 (s, 6H) 

Example 4s Syatbcaco of Compoixxxd VII and Compound VII-3 

Compounds VII-2 and VII-3 were synthesized by the synthetic route described 

below. 
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(1) Synthesis of Compound VII-2b 

Compound VIl-2a (11.7 g) was dissolved in a two-layer system of ethyl acetate 
(100 ml) and aqueous sodium hydrogencaxboaate (100 ml), and added with pyridine (8 
ml). The mixture was then added dropwise with methanesulfonyl chloride (22 g), and 
allowed to react for 8 hours under ice cooling. The ethyl acetate layer was separated 
and washed with saturated aqueous sodium hydrogencarbonate. The ethyl acetate 
was evaporated and the residue was re crystallized from a small amount of ethyl 
acetate to obtain Compound VII-2b- Yield: 16,6 g (86%), 

H-NMR (DMSO-de) 6 10.02 (s, IH), 7-41 (d, 2H), 7.18 (d, 2H), 4.10 (s, IH), 3,08 (s, 
3H) 



(2) Synthesis of Compound VII-2 

Compound VlI-43 (2.6 g) and Compound Vn-2b (3.0 g) were dissolved in DMF 
(40 ml) under a nitrogen flow, and the mixture was added with potassium carbonate 
(4,1 g) and tetrakistriphenylphosphine palladium (0.38 g), and then allowed to react at 
90**C for 2.5 houro. Th.c reaction misittxjrc was oattractcd with chloroform (200 ml), and 
the extract was concentrated. The residue was crystallized from ethyl acetate/hexane 
to obtain crude crystals of Compound Vn-2. The crude crystals were further 
recrystalUzed from ethyl acetate to obtain Compound vn-2. Yield: 3.5 g (91%). 
H-NMR (DMSO-de) 6 9.92 (s. IH), 8.50 (d, IH), 8.06 (d, IH), 7.52 (d, 2H), 7,25 (d, 2H), 
3,10 (S, 3H). 2.35 (s. 3H), 1.35 (s, 6H) 



(3) Synthesis of Compound VII-3 
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Compound Vn-2 (0-51 g) was dissolved in DMF (7 ml), and the solution was 
added with ethyl e-bromohexanoate (0.32 g) and potassium carbonate (0.60 g) and then 
the mixture was allowed to react at 55**C for 5 hours. The reaction mixture was 
extracted with ethyl acetate, and the extract was concentrated and then subjected to 
silica gel column chromatography to obtain Compound VII-3. Yield: 0.46 g (64%). 
H-NMR (CDCW 6 8.52 (d, IH), 8.0S (d, IH), 7.68 (d, 2H), 7.42 (d, 2H), 4.02 (dd, 2H), 
3.65 (m, 2H), 3.00 (s, 3H), 2.36 (s. 3H), 2.20 (t, 2H), 1.50-1.30 (m, 12H), 1,18 (t, 3H) 

Example 5: Syntheses of Compound VII-4 and Compound VII-5 

Compound VII-4 and Compound VlI-5 were obtained by using 
m-aminophenylacetylene as a starting material with the synthetic conditions for 
Compound Vn-2 and Compound VII-S. 

Compound VII-4: H-NMR (DMSO-de) 3 9.92 (s, XH), 8,50 (d, IH), 8.06 (d, IH). 
7.42-7.20 (m, 4H), 3.00 (s, 3H), 2.30 (s, 3H), 1.25 (s, 6H) 

Compound VII-5: H-NMR (CDCls) 6 8.52 (d. IH), 8.05 (d, IH), 7.38-7.10 (m, 4H), 4.00 
(dd, 2H). 3.60 (m, 2H), 2.98 (s, 3H), 2.30 (s, SH), 2.20 (t, 2H), 1.60-1,30 (m, 12H), 1.18 
(t,3H) 

Example 6: Synthesis of Compound VII-6 

Compound VII-43 (2.4 g), potassium carbonate (3-5 g), triphenylphosphine 
(0.31 g) and cuprous iodide (0.12 g) were added to diethylene glycol dimethyl ether (20 
ml) and water (20 ml) under a nitrogen flow, and then the mixture was stirred at 25**C 
for 30 minutes. Then, the reaction mixture was added with propargyl alcohol (1,5 ml). 
The reaction temperature was raised to 80*C, and the reaction was allowed for 16 
hours at the same temperature. The reaction mixture was filtered through Cerite, 
and the ffltrate waa made acidic with addition of hydrochloric acid and waaKed with, 
ethyl acetate. When the acidic aqueous layer was made to be pH 8.0 with addition of 
aqueous sodium hydroxide and the aqueous layer was mixed with chloroform and 
separated, the target substance was extracted in the chloroform layer. The 
chloroform waa evaporated and the residue was recrystallized from ethyl acetate to 
obtain Compound VlI-6. Yield: 1.7 g (80%). 

H-NMR (DMSO-d$) 6 8.62 (d, IH). 7.62 (d, IH), 4.52 (m» 2H), 2.33 (s, 3H), 1.30 (s, 6H) 
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Example 7: Synthesia of Compouad VII-7 

A reaction was performed by using 2-methyl-3*bul7]i-2-ol instead of propargyl 
alcohol used in the synthesis of Compound VII-6 under the same conditions as the 
synthesis of Compound VlI-6 to synthesize Compound VII-7. The structure was 
verified by mass spectrometirsr. 

Example 8: Synthesis of Compound VIl-8 

Compound VII-43 (1.2 g) and ben2o[b]furan-2-boromc acid (1.2 g) were 
dissolved in DMF (15 ml) under a nitrogen flow, and the mixture was added with 
cesium carbonate (3.2 g) and tetrakistriphenylphosphine palladium (0.29 g) and then 
allowed to react at lOO^C for 3 hours. The reaction mistture was extracted with ethyl 
acetate and the extract was concentrated. The residue was recrystallized from ethyl 
acetate to obtain Compound VII-8. Yield: 1.0 g (73%). 

H-NMR (CDCh) S 8.95 (d, IH), 8 02 (d, IH), 7.62 (d. IH), 7.54 (d, IH). 7.36-7.22 (m, 
2H), 7.10 (s, IH), 2.40 (s, 3H), 1.38 (s» 6H) 

Example 9: Syntheses of Compounds VlI-9 and VII-lO 

When a reaction was performed by using 2-furanboronic acid or 
2-thiopheneboronic acid instead of the benzo[b]furan-2-boronic acid xised in the 
synthesis of Compound VII-8 under the same conditions as those for the synthesis of 
Compound VII-8, Compound Vll-d and Compound VII-lO were obtained. Structure of 
each was verified by mass spectrometry. 

Example 10: Synthesis of Compound VII-11 

Compound VII-ll was synthesized by following the route shown below. 
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(1) Synthesis of Compound Vll-lla 

A reaction was performed by using 4-methoxyphenylboronic acid instead of the 
benzo[b]furan-2-boronic acid used in the synthesis of Compound VII-8 under the same 
conditions as those for the synthesis of Compound VII-8 to obtain Compound Vll-lla. 
H-NMR (DMSO-de) 5 8-69 (d, IH), 8.08 (d, IH), 7.62 (d. 2H). 7.02 (d, 2H), 3.80 (s, 3H), 
2.30 (s. 3H), 1.38 {s, 6H) 

(2) Synthesis of Compound VII- lib 

Compound Vll-lla (1.0 g) was dissolved in 47% aqueous hydrogen bromide (15 
ml) and allowed to react at 130**C for 2 hours. The reaction miacture was neutralized 
with 10% aqueous sodium hydroxide with ice cooling and extracted with chloroform. 
The chloroform was evaporated, and the residue was recrystallized from isopropyl 
aicohol/hexane to obtain Compound Vll-llb. Yield: 0.85 g (90%). 

The structure was verified by mass spectrometry. 

(3) Synthesis of Compound Vll-ll 

Compound Vn-llb (0.22 g) was dissolved in DMF (10 ml) and added with 
sodium hydride (35 mg) and propanesultone (0.1 g) with ice cooling, and then the 
mixture was allowed to react under ice cooling for 10 minutes and at room temperature 
for 20 minutes. The reaction mixture was added with isopropyl alcohol and a small 
amount of ethyl acetate to deposit crystals to obtain Compound VII-11. Yield: 0.30 g 
(87%). 
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The structure was verified by mass spectrometry. 

Example 11: Synthesis of Compound Vn-12 

A reaction was performed by using p-tolylboronic acid instead of the 
beniotb]furan-2-boronic acid used in the synthesis of Compound VII-8 under the same 
conditions as those for the synthesis of Compound VII-8 to obtain Compound VH-12, 
H-NMR (DMSO-de) 5 8.59 (d, IH), 8.12 (d, IH), 7.62 (d, 2H), 7.30 (d, 2H), 3.80 (s, 3H), 
2.38 (s, 3H), 2.30 (s, 3H), 1.85 (s, 6H) 

Example 12: Synthesis of Compound VII-42 

5-Chloro-2-hydrazinopyridine (35 g) and 3-methyl-2-butanone (100 ml) were 
mixed and allowed to react at lOCC for 30 minutes. After evaporation of excess 
3-methyl-2-butanone, the reaction mixture was added with 1,4-butanediol (100 ml) and 
allowed to react for 5 hours with heating at 240*C. The reaction mixture was cooled 
and subjected to silica gel column chromatography witJxout treatment. The solvent 
was evaporated from the fraction containing the target substance, and then the 
residue was crystallized from hexane/ethyl acetate to obtain Compound VlI-42 as light 
brown crystals. Yield: 14.0 g (29,6%). 
Melting point: 118-120*C 

H-NMR (CDCh) S 8.50 (d. IH), 7.70 (d, IH), 2.40 (s, SH), 1.36 (s, 6H) 

Example 13: Synthesis of Compound VII-46 

2,6-Difluoropyridine (25 g), isopropyl alcohol (100 ml) and hydrazine hydrate 
(40 ml) were mixed and reHuxed with heating for 3 hours. The isopropyl alcohol was 
evaporated under reduced pressure, and the residue was added with water. The 
deposited crystals were collected by filtration, washed with water and dried te obtain 
6-flttoro-2-hydra«inopyridine (21.2 g, yield: 76.8%). Coloration was observed during 
drying, and accordingly, the product was used for the next reaction immediately after 
the drying. 

6-Flu0r0'2-hydra2inopyridine (10 g) and 3-methyl-2.butanone (20 ml) were 
mixed and allowed to react at SO^'C for 15 minutes. After evaporation of excess 
3-methyl-2-butanone, the reaction mixture was added with ethylene glycol (20 ml) and 
aUowed to react for 6 hours with heating at 220«C. The reaction mixture was cooled 
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and added with water and ethyl acetate to exitract the target substance in the organic 
layer. The ethyl acetate was evaporated and the residue was subjected to silica gel 
column chromatography. The solvent was evaporated from the fraction containiAg the 
target substance, and then the residue was crystallized from he:Kane/ethyl acetate to 
obtain Compound VII-46. Yield: 3.2 g (22.8%). 
Melting point: 88-90*C 

Example 14: Synthesis of Compound VlI-64 

Compound VII-42 (4,5 g). DMF (40 ml), 3-hydroxy-l-propanethiol (4.0 g) and 
potassium t-butoxide (3.9 g) were mixed and refluxed with heating under a nitrogen 
flow for 5 hours. After completion of the reaction, DMF was evaporated under 
reduced pressure, and the resulting brown oily substance was puidfied by silica gel 
column chromatography to obtain the target substance as a light yellow oily substance. 
Yield 1.0 g (17.9%) 

H-NMR (CDCls) 5 6.38 (d, IH), 7.68 (d, IH), 4.83 (b, IH), 3.77 (t, 2H), 3,05 (t, 2H), 
3.36 (s, 3H), 1.90 (m, 2H), 1.36 (s, 6H) 

Example 15: Synthesis of Compound VII-72 

(1) Synthesis of 6*mercaptohexanoic acid ethyl ester 

6-Bromohexanoic acid ethyl ester (250 g), thiourea (102.3 g), and isopropyl 
alcohol (500 ml) were mixed and refluxed with heating for 10 hours. After cooling, 
isopropyl alcohol was evaporated under reduced pressure and the residue was added 
with hexane (500 ml) and stirred. The hexane layer was removed by decantation, and 
the residue was added with potassium carbonate (400 g), ethyl acetate (1 L), ethanol (1 
L) and water (2 L), and then the mixture was allowed to react at 75**C under a nitrogen 
flow for 6 houra. After eomplotioxi of the reaction, the renction mixture was added 
with ethyl acetate (1 L), and the layers were separated. The organic layer was 
concentrated and purified by silica gel column chromatography. The target substance 
was obtained as a colorless oily substance. Yield: 159 g (80.5%). 

(2) Synthesis of Compound VIl-72 

Compound VII-42 (5 g) was dissolved in DMF (40 ml) and added with 
G-mercaptohexanoic acid ethyl ester (8 g). This solution was added with potassium 
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acetate (5.5 g) and reflu^eed with heating under a nitrogen flow for 8 hours. The 
reaction mixture was purified by silica gel column chromatography to obtaiix 
Compound VII-72 as a colorless oily substance. Yield: 2,6 g (80,0%), 
H-NMR (CDCb) 8 8.57 (d, IH). 8.40 (d, IH), 4.12 (q, 2H), 2.90 (m, 4H), 2.31 (s, .3H), 
2.28 (m, 2H), 1.63 (m, 4H), 1.33 (s. 6H), 1.26 (t, 3H) 

A compound of the general formula (VI) can be synthesized by reacting a 
compound of the general formula (VII) with an alkylating agent. However, in the 
synthesis, alkylation of indolenine nitrogen may sometimes be simultaneously 
occurred together with the intended alkylation on the nitrogen of the pyridine. Purity 
of a target substance can be increased by washing with hot isopropyl alcohol or ethyl 
acetate for moat of compounds. Compounds for which washing is less effective may be 
subjected to the subsequent reaction as a mixtiure. When dyes are formed, 
cryatallizability of target substances often increases, and in most of dyes, impurities 
derived from indolenine nitrogen-alkylated compounds can be removed by 
recrystallization. In the following examples, it was difficult to obtain compounds of 
the general formula (VI) in a high purity, and therefore, structures of target 
substances were verified by mass spectrometry. 

Example 16: Synthesis of Compound VI-1 

Compound VII-1 (1 g) was dissolved in acetone (2 ml) and added with methyl 
iodide (2 ml), and then the mixture was refluxed with heating for 6 hours. The 
crystals deposited from the reaction mixture were washed with isopropyl alcohol to 
obtain amorphous Compound VI-1. 
Yield: 0.64 g (70%) 
Maao (poai): nx/c ~ 365 

Example 17: Synthesis of Compound VI-2 

Compound VII-1 (1 g) was dissolved in acetone (2 ml) and added with 
2-methylpropanesultone (2 ml), and then the mixture was refluxed with heating for 6 
hours. The crystals deposited from the reaction mixture were washed with acetone to 
obtain Compound VI-2. 
Yield: 0-71 g (65%) 
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Mass (posi): »j/e = 476 

Example 18: Synthesis of Compound VI-7 

Compound VII-1 (1 g) was dissolved in acetone (2 ml) and added with ethyl 
6-bromohexanoate (2 ml), and then the mixture was refluxed with heatiixg for 8 hours. 
When ethyl acetate was added to the reaction mixture, oily precipitates were formed. 
The supernatant ethyl acetate was removed by decantation and the residue was 
washed several times with ethyl acetate and dried under reduced pressure to obtain 
amorphous Compound VI-7. 
Yield 0.70 g (76%) 
Mass (nega): xn/e = 483 

Other compounds represented by the general formula (VI) were successfully 
synthesized according to the synthesis methods of Examples 16 and 18, 

A compound represented by the formula (I) or the formula (II) can be generally 
synthesi2ed by the methods shown in the following schemes. 



Scheme (A) 

Method for synthesizing a symmetric cyanine 




Scheme (B) 

Method for synthesizing an asymmetric cyanine and merocyanine 
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Example 19: Synthesis of Compound I-l 

Compound I-l was synthesized according to the route of Scheme (B). 
Compound VI-1 (0.36 g), N^N'-diphenylformamidine (0.6 g) and acetic anhydride (6 ml) 
were misied and allowed to react at OO'^C for 1 hour. The reaction mixture was added 
with ethyl acetate (50 ml)« and the deposited dye intermediate was separated. The 
resulting dye intermediate and Compound Vl-? (0.48 g) were dissolved in t>MF (5 ml) 
and added with triethylamine (0.5 ml) and acetic anhydride (0.2 ml), and the mixture 
was allowed to react at room temperature for 2 hours. The reaction mixture was 
added with ethyl acotato to produce oily roaiduc. After the dixpcniatazit ethyl acetate 
was removed, the residue was purified by silica gel chromatography to separate ethyl 
ester of Compound I-l. 

The resulting ester compound was dissolved in 5% aqueous lithium hydroxide 
and allowed to react at room temperature for 30 minutes to produce the target 
Compound I-l. The reaction mixture was added with water, chloroform, hydrochloric 
acid and tributylamine, and the layers were separated. The chloroform layer 
containing the target substance was washed twice with water and concentrated, and 
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the residue was added with ethyl acetate to obtain tributylamiiie salt of Compound I-l. 
The tributylamiixe «alt was dissolved in methanol and added with potassium acetate to 
obtain potassium salt of Compound 1-1, and the resulting product was recrystalUzed 
from methanol to obtain Compound I-l at an HPLC purity of 99% or higher. 

Yield: 120 mg (11%). 
Mass (nega): m/e = 861 

Absorption maximum (methanol): 650 nm 
Molecular extinction coefficient: 238000 
Melting point: > 300*0 

Example 20: Synthesis of Compound 1-2 

A reaction was performed under the same conditiotis as those in E^tarople 19 
except that Compound 1-2 was used instead of Compound I-l used in the synthesis of 
Compound I-l to obtain Compound 1-2. 
Mass (nega): m/e = 1016 
Absorption maximum (methanol): 651 nm 
Molecular extinction coefficient: 288000 

Example 21: Synthesis of Compound 1-3 

A carboxylic acid derivative of Compound 1-3 was synthesized under the same 
conditions as those for the synthesis of Compound 1-2. The resulting carboxylic acid 
derivative was dissolved in a mixed solvent of DMF and pyridine and added with 
N,N'-disuccimmdyl carbonate, and then the mixture was allowed to react at 40*C for 2 
hours. The reaction mixture was added with isopropyl alcohol and the resulting 
crystals were collected by filtration. The crystals were purified by gel filtration 
(Scpliadcx G 10) to obtain Compound I 3. 
Mass (nega): m/e =1031 
Absorption maximum (methanol): 651 
Molecular extinction coefficient: 218000 

Example 22: Synthesis of Compound I-ll 

Compound I-ll was synthesized by following the route shown beloW, 

66 



:± E joss'is . o'7' J,. 7 a e 




I Sulfoalky iation 




Hydrolysis of ester 
Salt exchange 




Compound I-lla wao obtained by uaing Compox^nd VI 0 and Compound VI-12 
according to the aforementioned method. Compound I-lla (45 mg) was dissolved in 
DMF (4 ml) and added with potassium carbonate (0.2 g) and propane aul tone (0.5 ml), 
and then the mixture was allowed to react at 50'*C for 3 hours to attain sulfoalkylation. 
The reaction mixture was added with iaopropyl alcohol and the resulting crystals were 
collected by filtration. The crystals were dissolved in water and added with 
chloroform, tributylamine and hydrochloric acid and the layer were separated. The 
chloroform layer was concentrated under reduced pressure, and the resulting oily 
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residue was added with 5% aqueous lithium hydroxide and stirred at room 
temperature for 1 hour to perform hydrolysis of the ester. Then, the reaction mixture 
was added with chloroform, tributylamine and hydrochloric acid and the layers were 
separated. The chloroform layer was concentrated and the resulting oily residue was 
added with a methanol solution of potassium acetate to obtain Compound I-ll as 
crystals. 

Yield: 40 mg (69%) 

Mass (nega): m/e = 1248 

Absorption maximum (methanol): 650 nm 

Molecular extinction coefficient: 235000 

Melting point: > 300°C 

Example 23: Synthesis of Compound 1-12 

Compound 1-12 was synthesized via the same synthetic route and under the 
same conditions as those for Compound I-ll by using Compound VII-4 as a starting 
material. 

Mass (nega): m/e = 1234 
Absorption maximum (methanol): 649 nm 
Molecular extinction coefficient: 283000 
Melting point: > 800°C 

Example 24: Synthesis of Compound 1-13 

Compound 1-13 was synthesized by the synthetic route described below by 
using Compound VII-4 and Compound VII-6 as starting materials. 
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Hydrolysis of ostor 
Salt exchange 




The synthetic conditions for Compound I- IS were similar to those for 
Compound I- 11. 
Mass (nega): m/e ~ 1262 
Absorption ma:s:imum (methanol): 649 nm 
Molecular extinction coefficient: 233000 
Molting point: > SOO<>C 

Other dyes were also successfully synthesized according to the methods of 
Examples 19 and 24, 

Example 26: Comparison of relative fluorescence quantum yield 

Belative fluorescence quantum yields of the compounds of the present 
invention are shown in Table 1. Measurement and calculation of relative quantum 
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yield were performed according to the method described in Journal of Chemical Society, 
Faraday Trans., 92, 4917-4925 (1996)- The i&tructures of the conventional cyanine 
dyes used as comparative dyes are shown below. As clearly shown by the results in 
Table 1» the dyes of the present invention are suitable for e:s:citation by using an 
inexpensive helium-neon laser light source (633 nm), and their fluorescence intensity 
is two to three times stronger than that of the conventional dyes. 



Comparative dy© 1 



Comparative dye 2 
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Table 1 



Compound No. 


Absorption 
maximum (nm) 


Fluorescence 
maximum (nm) 


Relative 
fluorescence 
quantum yield 


Comparative 
Compound 1 


641 


660 


0.21 


Comparative 
Compound 2 


645 


664 


0.27 


I-l 


649 


669 


0,68 


1-2 


649 


669 


0.68 


1-3 


649 


669 


0.67 


I-ll 


661 


672 


0.63 


1-12 


650 


671 


0.62 


1-13 


661 


672 


0.63 


M4 


649 


671 


0.63 


M5 


650 


671 


0.62 


M6 


635 


652 


0.65 


M7 


634 


651 


0.64 


MS 


635 


662 


0.63 


1-21 


643 


665 


0.61 


1-22 


656 


676 


0.61 


I-2S 


646 


662 


0.63 


1-24 


633 


651 


0.64 


1-25 


630 


647 


0.63 


1-26 


660 


667 


0.69 


1-27 


635 


660 


0.69 


1-28 


634 


650 


0.7 


1-31 


632 


648 


0.72 


1-36 


625 


640 


0.6 


1-44 


623 


635 


0.68 


1-50 


640 


660 


0.58 


I-S4 


638 


662 


0.64 
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Measurement method 

(1) Concentration of ethanol solution of dye was adjusted so that the solution had 
absorbance of 0,1 at 620 nm, 

(2) Fluorescence spectrum was measured at an excitation wavelength of 620 nm. 

(3) Area value of fluorescence spectrum was calculated. 

(4) Relative value was calculated based on the area value of Crystal Violet of which 
absolute fluorescence quantum yield was known (Of - 0.64), 

Example 26: Evaluation of aggregation characteristic 

Compounds of the present invention were dissolved in 50 mM Tris-HCl buffer 
(pH 8.0), 4 X SSC (67 nxM NaCl, 67 mM sodium citrate). 1 M Church-phosphate buffer 
(0,6 M Na2HP04/H$P04, pH 7.2) and 1 M aqueous sodium chloride, and absorption 
spectrum patterns were evaluated. As a result, it was revealed that all of the dyes 
described in specific examples had a monomeric spectrum in an organic solvent as a 
main absorbance. In particular. Compounds I-l to 1-21 were absolutely free from 
aggregation which is observed for ordinary cyanine dyes. 

Industrial Applicability 

The compounds represented by the general formula (I), (II), (TV) and (V) of the 
present invention have properties of two to three-fold higher fluorescence intensity 
than conventional dyes and no aggregation tendency even in an aqueous medium at a 
high salt concentration, and thus they satisfy conditions as dyes for 
fluorescence-labeling. Therefore, they can be used as highly sensitive 
fluorescence-labeling agents for DNA sequencing or measurement of physiologically 
active substance or the like based on fluorescence immunoassay, or can be used as 
fLuorcoGcnoc contraot modia and the like that are adminiBtored into a blood veesel to 
visualize information in vivo. Furthermore, the compounds represented by the 
general formula (III), (IV) and (VID are useful as synthetic intermediates for 
preparation of the aforementioned compounds. 



72 



:iL.jr;ro;es"s:'.i:!;i-;:! 




What is claimed is: 

1. A compound represented by the following general formula (I) or a salt 

thereof: 



wherein, Vi, V2, V^, V* and each independently represent a hydrogen atom ot a 
group selected from the group consisting of a halogen atom, an alkyl group, an alkenyl 
group, an alkynyl group, an aryl group, a heterocry^clic group, cyano group, a hydroxy 
group, nitro group, carboxyl group, an alkoxy group, an aryloxy group, a silyloxy group, 
a heterocydyloxy group, an acyloxy group, a carbamoyloxy group, an 
alkoxycarbonylosy group, an aryloxycarbonyloxy group, an amino group (including an 
anilino group), an acylamino group, an aminocarbonylanxino group, an 
alkoxycarbonylamino group, an aryloxycarbonylamino group, a sulfamoylamino group, 
an alkylsulfonylamino group, an arylsulfonylamino group, a mercapto group, an 
alkylthio group, an arylthio group, a heterocyclylthio group, a sulfamoyl group, an 
alkylsulfinyl group, an arylsulfinyl group, an alkylsulfonyl group, an arylsulfonyl 
group, an acyl group, an aryloxycarbonyl group, an alkoxycarbonyl group, a carbamoyl 
group, a phosphono group, a phosphonato group and a group that can form a covalent 
bond with a compound to be labeled (each of said group may be substituted), provided 
that Vi, V^, V*^, V* and do not oimultancouoly repi?caci>t a hydrogen atom and 
provided that and V^, Va and V^, and V* and may independently bind to each 
other to form a saturated or unsaturated ring that may be substituted; Ri represents a 
hydrogen atom or a group selected from the group consisting of an alkyl group, an aryl 
group and a heterocyclic group (each of said group may be substituted); and R* 
represent an alkyl group that may be substituted, and and R^ may bind to each 
other to form a ring that may be substituted; Q represents a group of atoms required to 
form a cyanine dye chromophore, a melocyanine dye chromophore or a stilyl dye 




r2 



1 
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chromophore; and m and n represent 0 or 1, provided that m + n is 1, 

2. A compound represented by the following general formula (II): 

Genera I Formu la (II) 




wherein, V*, V*, V^. V*, V^, V^, V^, V», and V^o each independently represent a 
hydrogen atom or a group selected from the group consisting of a halogen atom, an 
alkyl group, an alkenyl group, an alkynyl group, an aryl group, a heterocyclic group, 
cyano group, hydroxy group, nitro group, carboxyl group, an alkoxy group, an aryloxy 
group, a silyloxy group, a heterocyclyloxy group, an acyloxy group, a carbamoyloxy 
group, an alkoxycarbonyloxy group, an aryloxy carbonyloxy group, an amino group 
(including an aniline group), an acylamino group, an aminocarbonylamino group, an 
alkoxycarbonylamino group, an aryloxycarbonylamino group* a sulfamoylamino group, 
an alkylsulfonylamino group, an arylsulfonylamino group, a mercapto group, an 
alkylthio group, an arylthio group, a heterocyclylthio group, a sulfamoyl group, an 
alkylsulfinyl group, an arylsulfinyl group, an alkylsulfonyl group, an arylsulfonyl 
group, an acyl group, an aryloxycarbonyl group, an alkoxycarbonyl group, a carbamoyl 
group, a phosphono group, phosphonato group and a group that can form a covajent 
bond with a compound to be labeled (each of said group may be substituted), provided 
that V**, V**, V-* and V-'« do not aimttltancowaly represent a hydrogen atom, and 
provided that Vi and V2, V2 and V^, and V*, V« and V^ and Ve, and and 
may each independently form a saturated or unsaturated ring; and R2 each 
independently represent a hydrogen atom or a group selected from the group 
consisting of an alkyl group, an aryl group and a heterocyclic group (each of said group 
may be substituted); R3, R*. R^ and R« each independently represent an alkyl group 
that may be substituted, and RS and R^, and R^ and Rs may bind to each other to 
independently form a ring that may be substituted; m, n, s and t represent 0 or 1, 
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provided that m + n ia 1 and s -f- 1 ia 1; and each independently represent a 

methine group that may be substituted; p represents 1, 2 or 3; M represents a counter 
ion, and q represents a number required to neutralize the charge of the molecule. 

3. A compound represented by the following general formula (III) or a salt 

thereof: 



wherein, V^, V3 and V3 each independently represents a hydrogen atom or a group 
selected from the group consisting of a halogen atom, an alkyl group, an alkenyl group, 
an alkynyl group, an aryl group, a heterocyclic group, cyano group, hydroxy group, 
nitro group, carboxyl group, an alkoxy group, an aryloxy group, a $ilylos:y group, a 
heterocyclyloxy group, an acyloxy group, a carbamoyloxy group, an alkoxycarbonyloxy 
group, an aryloxycarbonyloxy group, an amino group (including an aniline group), an 
acylamino group, an aminocarbonylamino group* an alkoxy carbonylamino group, an 
aryloxycarbonylamino group, a sulfamoylamino group, an alkylsulfonylamino group, 
an arylsulfonylamino group, a mercapto group, an alkylthio group, an arylthio group, a 
heterocyclylthio group, a sulfamoyl group, an alkylsulfinyl group, an arylsulfinyl 
group, an alkylaulfonyl group, an arylsulfonyl group, an acyl group, an 
aiyloxycarbonyl group, an alkoxycarbonyl group, a carbamoyl group, a phosphono 
group, a phosphonato group and a group that can form a covalent bond with a labeling 
compound (cacli of oaid group may bo dub^titutod), provided that V^, and do not 
simultaneously represent a hydrogen atom, and provided that and Va, and and 
may each independently form a saturated or unsaturated ring that may be substituted; 
Ri represents a hydrogen atom or a group selected from the group consisting of an 
alkyl group, an aryl group and a heterocyclic group (each of said group may be 
substituted); and each independently represent an alkyl group that may be 
substituted, and and R* may bind to each other to form a ring that may be 
substituted; Q represents a group of atoms that are required to form a methine dye 



Genera I Forrau la (IN) 




R 
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chromophore. 

4. A compound represented by the following general formula (IV): 



General Formula (IV) 




wherein V^, V2, va, V^, V and represent a hydrogen atom or a group selected from 
the group consisting of a halogen atom, an alkyl group, an alkenyl group, an alkynyl 
group, an aryl group, a heterocyclic group, cyano group, hydroxy group, nitro group, 
carboxyl group, an alkoxy group, an aryloxy group, a silyloxy group, a heterocydyloxy 
group, an acyloxy group, a carbamoyloxy group, an alkoxycarbonyloxy group, an 
aryloxycarbonyloxy group, an amino group (including an anilino group), an acylamino 
group, an aminoearbonylamino group, an alkoxycarbonylamino group, an 
aryloxycarbonylEimino group, a sulfamoyl£unino group, an alkylsulfonylamino group, 
an arylsulfonylamino group, a mercapto group, an alkylthio group, an arylthio group, a 
heterocydylthio group, a sulfamoyl group, an alkylsulfinyl group, an arylsulfinyl 
group, an alkylsulfonyl group, an arylsulfonyl group, an acyl group, an 
aryloxycarbonyl group, an alkoxycarbonyl group, a carbamoyl group, a phosphono 
group, a phosphonato group and a group that can form a covalent bond with a 
compound to be labeled (each of said group may be substituted), provided that V^, 
and V3 do not simultaneously represent a hydrogen atom, and provided that and vz, 
V* and V*, V** and V, and V*^ and V» may each independently form a saturated or 
unsaturated ring that may be substituted; Ri and R2 each independently represent a 
hydrogen atom or a group selected from the group consisting of an alkyl group, an aryl 
group and a heterocyclic group (each of said group may be substituted); R*, R^, R^ and 
R« each independently represent an alkyl group that may be substituted, and R« and 
R*, and R« and may each independently bind to each other to form a ring that may 
be substituted; L^, L2 and Ls each independently represent a methine group that may 
be substituted; p represents 1, 2 or 3; M represents a counter ion; and q represents a 
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number required to neutralize a charge of the molecule. 

5. The compound according to claims 3 or 4, wherein at least one of V^, and 
is a group selected from the group consisting of a halogen atom« an alkenyl group, 
an alkynyl group, an aryl group, a heterocyclic group, cyano group, an alkylthio group, 
an arylthio group, a heterocyclylthio group, an alkyliS»ulfoiiyl group, and an 
arylsulfonyl group. 

6- The compound according to claims 3 or 4, wherein at least one of Vi, and 
i» a group selected from the group consisting of a halogen atom, an alkynyl group, 
an aryl group and a heterocyclic group. 

7. The compound according to claims 3 or 4, wherein at least one of Vi, and 
V» is an aryl group substituted with a sulfo group or a salt thereof, a heterocyclic group 
substituted with a sulfo group or a salt thereof, or an alkynyl group substituted with a 
sulfo group or a salt thereof. 

8. The compound according to any one of claims 3 to 7, wherein at least one of 
and is an alkyl group or aryl group substituted with a reactive substituent that 

can form a covalent bond, an inonic bond, or a coordinate bond with a substance to be 
labeled. 

9. The compound according to any one of claims 3 to 7, wherein at least one of 
Ri and R2 is an alkyl group or aryl group substituted with a group that can form a 
covalent bond with amino group, hydroxyl group, or thiol group of a substance to be 
labeled. 

10. The compound according to any one of claims 3 to 7, wherein at least one of 
Ri and is an alkyl group substituted with carboxyl group. 

11. A compound represented by the following general formula (V): 

General Formula (V) 




wherein, and R^ each independently represent a hydrogen atom, or an alkyl group, 
an aryl group, or a heterocyclic group (each of said group may be substituted), provided 
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that at least one of and is an alkyl group or aryl group substituted with a reactive 
substituent that can form a covalent bond, inonic bond, or coordinate bond with a 
substance to be labeled; M represents a counter ion; q represents a number required to 
neutralize the charge of the molecule; and Wi and each independently represent a 
hydrogen atom or a group selected from the group consisting of a halogen atom, an 
alkynyl group, an aryl group, a heterocyclic group, an alkylthio group, and an arylthio 
group, provided that and do not simultaneously represent a hydrogen atom. 
12. A coix^pound represented by the following general formula (VI): 

General Formula (VI) 

wherein, V^, and each independently represent a hydrogen atom or a group 
selected from the group consisting of a halogen atom, an alkyl group, an alkenyl group, 
an alkynyl group, an aryl group, a heterocyclic group, cyano group, hydroxy group, 
nitro group, carboxyl group, an alk05Ky group, an aryloxy group, a silyloxy group, a 
heterocyclyloxy group, an acyloxy group, a carbamoyloxy group, an alkoxycarbonyloxiy 
group, an aryloxycarbonyloxy group, an amino group (including an anilino group), an 
acylamino group, an aminocarbonylamino group, an alkoxycarbonylamino group, an 
aryloxycarbonylamino group, a sulfamoylamino group, an alkylsulfonylamino group, 
an arylsulfonylamino group, a mercapto group, an alkylthio group, an arylthio group, a 
heterocyelylthio group, a sulfamoyl group, an alkylsulfinyl group, an arylsulfinyl 
group, an olkyloulfonyl group, an arylaulfonyj groixp, an acyl group, an 
aryloxy carbonyl group, an alkoxycarbonyl group, a carbamoyl group, a phosphono 
group, a phosphonato group and a group that can form a covalent bond with a 
compound to be labeled (each of said group may be substituted), provided that V^, V* 
and V» do not simultaneously represent a hydrogen atom, and and V^, and Va and 
may each independently form a saturated or unsaturated ring that may be substituted; 

represents a hydrogen atom or a group selected from the group consisting of an 
alkyl group, an aryl group and a heterocyclic group (each of said group may be 
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substituted); and R* represent an alkyl group that may be substituted, and R* and 
R* may bind to each other to form a ring that may be substituted. 

13, A compound represented by the following general formula (VII) or a salt 

thereof: 

Genera I Formu I a (V 1 1 ) ^ ,3 



wherein, VS and V» each independently represent a hydrogen atom or a group 
selected from the group consisting of a halogen atom, an alkyl group, an alkenyl groixp, 
an alkynyl group, an aryl group, a heterocyclic group, cyano group, hydroxy group, 
nitro group, carboxyl group, an alkosiy group, an aryloxy group, a silyloxy group, a 
heterocyclyloxy group, an acyloxy group, a carbamoyloxy group, an alkoxycarbonyloxy 
group, an aryloxycarbonyloxy group, an amino group (including an aniline group), an 
acylamino group, an aminocarbonylamino group, an alkoxycarbonylamino group, an 
aryloxycarbonylamino group, a sulfamoylamino groixp, an alkylsulfonylamino group, 
an arylsulfonylamino group, a mercapto group, an alkylthio group, an arylthio group, a 
heterocyclylthio group, a sulfamoyl group, an alkylsulfinyl group, an arylaulfinyl 
group, an alkylsulfonyl group, an arylsulfonyl group, an acyl group, an 
aryloxycarbonyl group, an alkoxycarhonyl group, a carbamoyl group, a phosphono 
group, a phosphonato group, and a group that can form a covalent bond with a 
compound to be labeled (each of said group may be substituted), provided that V\ 
and V3 do not simultaneously represent a hydrogen atom, and provided that and V^^, 
and and V« may each independently form a oatxiratcd or unsaturated ring that may 
be substituted; Ri represents a hydrogen atom or a group selected from the group 
consisting of an alkyl group, an aryl group and a heterocyclic group (each of said group 
may be substituted); and R* represent an alkyl group that may be substituted, and 
R3 and R* may bind to each other to form a ring that may be substituted. 
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ABSTRACT 



There are provided fluorescent compounds that can be used for DNA 
sequencing, measurement of physiologically active substance or the like based on 
fluorescence immunoassay and so forth. 

Compounds represented by the formula (I) (V* to represent a hydrogen atom 
or a functional group selected from the group consisting of a halogen atom, an alkyl 
group, an alkenyl group, a group that can form a covalent bond with a compound to be 
labeled and the like, and V^, and others may bind to each other to form a saturated 
or unsaturated ring; represents a hydrogen atom or a functional group selected from 
the group consisting of an alkyl group, an aryl group and a heterocyclic group; and 
R* represent an alkyl group, and and R* may bind to each other to form a ring; Q 
represents a group of atoms required to form^ a methine dye chromophore; and m and n 
represent 0 or 1, provided that ro + n is 1) or salts thereof. 



General formula (I) 
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Declaration and Power of Attorney for Patent Application 

Japanese Language Declaration 



As a below named inventor, I hereby declare that: 



My residence, mailing address and citizenship are as stated next 
to my name. • 



I beUeve I am the original, first and sole inventor {if only one 
name is listed below) or an original, first and joint inventor (if 
plural names are listed below) of the subject matter which is 
claimed and for which a patent is sought on the invention 
entitled 



COMPOUNDS FOR FLUORESCBsfCE-LABELING 



□ 



9^ LS-To 



the specification of which is attached hereto unless the 
following box is checked: 

0 was filed on September 20, 2000 

as United States Application Number or PCT 
International Apphcation Number 
PCT/JPOO/06401 
and was amended on 

(if applicable). 

1 hereby state that I have reviewed and understand the contents 
of the above identified specification, including the claims, as 
amended by any amendment referred to above. 



I acknowledge the duty to disclose information which is 
material to patentabiHty as defined in Title 37, Code of Federal 
Regulations, § 1.56. 



[Page I of 4] 



Japanese Language Declaration 



I hereby claim foreign pnonty under Title 35, United States 
Code, § 119{a)-(d) or § 365(b) of any foreign application(s) for 
patent or inventor's certificate, or § 365(a) of any PCT 
International application which designated at least one country 
other than the United States, listed below, and have also 
identified below, by checking the box, any foreign application 
for patent or inventor's certificate, or PCT International 
application having a filing date before that of the application on 
which pnonty is claimed. 



Prior foreign application(s) 



[ 1/264844 



(Number) 



Japan 



(Country) 



September 20, 1999 



Pnonty Claimed 
Yes No 

0 □ 



(Day/MonthA^ear Filed) 



11/264845 



Japan 



(Number) 



(Country) 



September 20, 1999 



0 



□ 



(Day/MonthA^ear Filed) 

[see Supplemental Priority Data Sheet] 

I hereby claim the benefit under Title 35, United States Code, 
§ 1 19(e) of any United States provisional application(s) listed 
below. 



ilication No.) 



(Filing Date) 



(Application No.) 



(Filing Date) 



^ V ^f«65^fe(c){^: T!2PcrHl 

(D^m^ (7:>l^^:65*a&ftm35lill2^cDS^D03St 
^ tt^;^Sfetc J: «9 5feff3<esfc ^ V ^^-iPCTa^v#wm 



xm 

^56 



I hereby claim the benefit under Title 35, United States Code, 
§ 120 of any United States application(s), or § 365(c) of any 
PCT International application designating the United States, 
listed below and, insofar as the subject matter of each of the 
claims of this application is not disclosed in the prior United 
States or PCT Intemational application in the manner provided 
by the first paragraph of Title 35, United States Code, § 112, 1 
acknowledge the duty to disclose information which is matenal 
to patentability as defined m Title 37, Code of Federal 
Regulations, § 1.56 which became available between the filing 
date of the prior application and the national or PCT 
Intemational filing date of this application. 



(Application No.) 



(Filing Date) 



Application No.) 



(Filing Date) 
(ttSSSB) 



^^^f^*^jfe^^l8^ilool^(c^^^f5^fe^v^{i^&]M 



(Status: patented, pending, abandoned) 



(Status: patented, pending, abandoned) 



I hereby declare that all statements made herein of my own 
knowledge are tme and that all statements made on information 
and belief are believed to be true; and further that these 
statements were made with the knowledge that willful false 
statements and the like so made are punishable by fine or 
imprisonment, or both, under Section 1001 of Title 18 of the 
United States Code and that such willful false statements may 
jeopardize the validity of the application or any patent issued 
thereon. 
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Japanese Language Declaration 



ma^ : m^rt&(7)^m^w^mmm (uspto) 



POWER OF ATTORNEY: I hereby appoint all attorneys of 
SUGHRUE MION, PLLC who are listed under the USPTO 
Customer Number shown below as my attorneys to prosecute 
this application and to transact all business in the Patent and 
Trademark Office connected therewith, recognizing that the 
specific attorneys listed under that Customer Number may be 
changed from time to time at the sole discretion of Sughrue 
Mion, PLLC, and request that all correspondence about the 
application be addressed to the address filed under the same 
USPTO Customer Number. 



_23373 . 

PATENT TRADEMARK OFFICE 



SUGHRUE MION, PLLC 
+1 (202) 293-7060 



Direct Telephone Calls to: (name and telephone number) 

SUGHRUE MION, PLLC 
+1 (202) 293-7060 





Full name of sole or first inventor 

Jun^i NISHIGAKI 




Inveptor's signauw^ n p Date 
ywA^^^^y June 1 , 2002 




R^deno^ U 

c/o Fuji Photo Film Co.,Ltd.,Ashi«ara Research Laboratories / 210 
Na k a nuiUa y Mina mi-ashlgar a-sh i , K a nag awa 25 Q-0 L 93 Japan 


mm 


Citizenship 

Japanese 




Mailing Address 
Same as residence 




Full name of second joint inventor, if any 

JKloukiJCilAKjVMURA 




Second inventor* s signature Date 




Residence 

c/o Fuji Photo Film Co.,Ltd.,A5higara Research Laboratories^ 2,10 
Nakanuma ,Minaifti-ashiffara-shi,Kana«awa^250-0i93 Japan/^T^j/ 




Citizenship 
Japanese 




Mailing Address 
Same as residence 
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Supplemental Priority Data Sheet 



Additional prior foreign applications: 


Number 


Country 


Day/Montfa/Year Filed 


Priority Claimed 
Yes No 

Tfc- Y) 4SS: 1 


11/294910 
11/294911 
2000/117451 


Japan 
Japan 
Japan 


October 18, 1999 
October 18, 1999 
April 19, 2000 


0 □ 
EI □ 

0 □ 

□ □ 

□ □ 

□ □ 

□ □ 

□ □ 

□ ^ □ 

□ □ 

□ □ 

□ □ 

□ □ 

□ □ 

□ □ 


Additional provisional applications: 


Application Number 


Filing Date 
ttSMB 






Additional U.S. applications: 


Application Number 


Filing Date 

ttJMP 


Status: patented, pending, abandoned 
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